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METHOD OF INTRODUCING siRNA INTO ADIPOCYTES 

GOVERNMENT RIGHTS 

This invention was made at least in part with government support under Grant No. 
DK30648 awarded by the N3H. The government may have rights in this invention. 

RELATED APPLICATIONS 

This application claims the benefit of U.S. Provisional patent application Serial 
No. 60/432,427, entitled "Method of Introducing siRNA into Adipocytes", filed 
December 11, 2002. The entire content of the above-reference patent application is 
hereby incorporated by this reference. 



BACKGROUND 

Cultured adipocytes represent a key model system for studying insulin action on 
glucose transport. No other cell type in culture expresses such high concentrations of the 
glucose transporter GLUT4 and responds as robustly to insulin by increasing glucose 
transport. This action of insulin on GLUT4 is central to type 2 diabetes because insulin 
resistance in fat and muscle are primary defects that lead to this disease. Discovery of 
components of the insulin signaling pathway are crucial to understanding insulin 
resistance and to providing potential drug targets for therapies for type 2 diabetes. 

Discovery of such insulin signaling components is enhanced by ablating the 
expression of specific genes encoding proteins suspected of being involved in this 
pathway. No method has been reliably able to achieve specific ablation of gene or 
protein expression in adipocytes. These cells are difficult to work with and are not 
easily transfected with reagents that work in other cells such as fibroblasts. 

Glucose homeostasis is controlled in part through regulation of glucose transport 
into muscle and fat cells by insulin. Akt protein kinases (also known as protein kinase B 
(PKB)) downstream of PI 3-kinase have been implicated in this insulin signaling 
pathway, but results with Aktl 7 " and Akt2 7 - mice have been equivocal. Akt is among the 
downstream effectors strongly implicated in linking insulin signaling through a PI 3- 
kinase-dependent pathway to components that regulate GLUT4 trafficking. This role for 
Akt is based upon studies with cultured cells and a gene knockout mouse model (Kohn 
et al., 1996, J. Biol. Chem. 49:31372; Hill et al., 1999, Mol. Cell. Biol. 19:7771; Wang et 

- 1 - 



2004053 103A2_L> 



WO 2004/053103 



PCT/US2003/039774 



al., 1999, Mol. Cell. Biol. 19:4008; Ueki et al., 1998, J. Biol. Chem. 273:5315; Cho et 
al., 2001 (a), Science 292:1728). However, this important issue has been controversial 
(Kotani et al., 1998, Mol. Cell. Biol. 18:6971) and recent data from mice lacking the 
* AMI isoform showed no compromise in insulin sensitivity (Cho et al., 2001 (b), J . Biol. 
5 Chem. 276:38349). Skeletal muscle from mice deficient in Akt2, the predominant 
isoform expressed in muscle and fat, is only modestly less sensitive to low levels of 
insulin and actually responds normally to maximal doses of the hormone (Cho et al., 
2001 (a), supra). The diabetes observed in these mice may be largely due to the 
dramatic attenuation of insulin action on liver gluconeogenesis (Cho, 2001 (a), supra). 

10 SUMMARY 

The invention relates, in part, to the discovery of a method for introducing 
siRNA into adipocytes. The method is demonstrated using siRNAs that target several 
different sequences, including Aktl, Akt2, CISK and Myolc. 

Accordingly, the invention includes a method of introducing a nucleic acid into 

1 5 an adipocyte. The method includes the steps of obtaining an adipocyte; contacting the 
adipocyte with a nucleic acid molecule, to form a mixture; and electroporating the 
mixture. The nucleic acid can be an siRNA, for example, an siRNA targeted to an Aktl, 
Akt2, CISK or Myolc nucleic acid sequence. In general, the electroporation is carried 
out at about 0.18 kV and about 960 jiF capacitance and at room temperature. In some 

20 embodiments, the invention includes a method of identifying a gene that affects glucose 
transport. The method includes the steps of providing an adipocyte; introducing into the 
adipocyte an siRNA targeted against the gene using electroporation as described herein; 
culturing the cell under conditions suitable for expression of the targeted gene; and 
assaying glucose transport in the cell, such that a reduction in glucose transport indicates 

25 that the targeted gene affects glucose transport. 

In another embodiment, the invention includes a method of inhibiting Aktl or 
Akt2 expression or activity in a cell. The method includes the steps of obtaining a cell 
that expresses Aktl or Akt2 and introducing into the cell an siRNA targeted to an Aktl 
nucleic acid sequence or targeted to an Akt2 nucleic acid sequence (for example, as 

30 depicted in Fig. 3 A). In some embodiments the cell is an adipocyte. In some aspects, 

both Aktl and Akt2 expression or activity are inhibited using the method. In this aspect, 
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a siRNA targeted to Aktl and a siRNA targeted to Akt2 can be introduced into the cell. 
Alternatively, siRNA that targets both Aktl and Akt2 can be introduced into the cell. 

The invention also includes a method of inhibiting insulin-mediated GSK3a 
phosphorylation. The method includes the steps of obtaining an insulin-sensitive cell, 
and contacting the cell with an agent that inhibits Akt2 expression or activity. In some 
aspects, the agent is an siRNA targeted to Akt2. 

In another embodiment, the invention relates to a method of inhibiting hexose 
transport. The method includes the steps of obtaining a cell that can conduct hexose 
transport, and contacting the cell with an agent that specifically inhibits expression or 
activity of Aktl, Akt2, or both. In some embodiments, the agent that specifically 
inhibits expression or activity of Aktl or Akt2 and hexose transport is partially inhibited. 
The agent can be an siRNA specifically targeted to Aktl, Akt2, or both. 

In one aspect, the invention provides a method of identifying a gene that affects 
glucose transport, the method involving the steps of: (a) introducing into an adipocyte an 
siRNA targeted against the gene using the methods provided herein; (b) culturing the 
cell under conditions suitable for expression of the targeted gene; and (c) assaying 
glucose transport in the cell, wherein a reduction in glucose transport indicates that the 
targeted gene affects glucose transport, to thereby identify a gene that affects glucose 
transport. 

The invention also provides a method for identifying an insulin response 
modulator, involving the steps of (a) contacting a cell expressing a protein that affects 
glucose transport with a test compound, wherein the protein is encoded by a gene 
identified according to the methods provided herein, and (b) determining the ability of 
the test compound to modulate an activity of the protein, such that the insulin response 
modulator is identified. 

In a related aspect, the invention provides a method for identifying an insulin 
response modulator, involving the steps of: (a) contacting a cell expressing a protein 
that affects glucose transport with a test compound, wherein the protein is encoded by a 
gene identified according to the methods provided herein, and (b) determining the 
ability of the test compound to modulate expression of the protein, such that the insulin 
response modulator is identified. 
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In various embodiments, the modulator is a positive modulator or a negative 
modulator.. The invention further features a modulator identified by the methods of the 

invention. * 

In another aspect, the invention provides a method of regulating glucose 
homeostasis in a subject comprising administering to the subject an insulin response 
modulator of the invention. In another aspect, the invention provides a method of 
regulating blood glucose levels in a subject comprising administering to the subject an 
insulin response modulator of the invention. 

Further featured is a pharmaceutical composition that comprises the modulators 
identified herein. 

In another aspect, the invention provides a method of treating an insulin response 
disease or disorder comprising administeringa pharmaceutical composition of the 
invention. In various embodiments, the disease or disorder is selected from the group 
consisting of Type II diabetes, insulin resistance and obesity. 

A target gene is a gene targeted for RNAi-mediated gene knockdown by an 
siRNA (targeted siRNA) or by an siRNA derivative. One portion of an siRNA is fully 
complementary to a section of the mRNA of the target gene. 

A control cell or control culture is a cell or culture that has not been contacted 

5 with a modified siRNA or an siRNA derivative. The control cell or culture generally 

contains one or more reporter genes that are expressed or one or more endogenous genes 
of interest for RNAi-mediated knockdown. In some embodiments of the invention, the 
control cell or control culture contains an siRNA targeted to a reporter gene or to an 
endogenous gene of interest. In some cases, the control cell or control culture contains 

10 an introduced control sequence such as an antisense strand corresponding to the 

antisense strand of an siRNA or modified siRNA, or which comprises a scrambled 
sequence of the siRNA or modified siRNA. 

A test cell or test culture contains one or more reporter genes that are expressed 
or one or more expressed endogenous genes of interest for RNAi-mediated gene 

15 knockdown and also contains a modified siRNA or siRNA derivative targeted to a 
reporter gene or to an endogenous gene of interest. 
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Methods of introducing siRNA into adipocytes (e.g., transfection using agents 
such as Lipofectamine™) have generally been unsuccessful. The present method, which 
employs electroporation, provides a method of introducing siRNA into adipocytes, 
without the use of transfection agents. Thus, the present invention makes it possible to 
5 employ gene knockdo wn methods that employ siRNA for the study of and development 
of treatments related to adipocyte function, for example, glucose transport and disorders 
such as diabetes. 

Unless otherwise defined, all technical and scientific terms used herein have the 
same meaning as commonly understood by one of ordinary skill in the art to which this 

10 invention belongs. Although methods and materials similar or equivalent to those 

described herein can be used in the practice or testing of the present invention, suitable 
methods 1 and materials are described below. All publications, patent applications, 
patents, and other references mentioned herein are incorporated by reference in their 
entirety. In addition, the materials, methods, and examples are illustrative only and not 

1 5 intended to be limiting. 

Other features and advantages of the invention will be apparent from the detailed 
description, drawings, and from the claims. 

DESCRIPTION OF DRAWINGS 

Fig. 1 A is a chart showing the sequences of Cy3-labeled lamin A/C and 
20 scrambled siRNA duplexes. Lamin A/C siRNA was designed according to the mouse 
lamin A mRNA sequence obtained from the NCBI database (accession # BC015302) 
(SEQ ED NO: 19) and is unique to mouse lamin A/C according to the mouse EST 
database. Lamin A/C siRNA comprises a sense strand of SEQ ID NO: 1 and antisense 
strand of SEQ ID NO: 2. Mouse scrambled siRNA was designed as a random sequence 
25 whose sense stand does not show homology to any gene obtained in the mouse EST data 
base, and which comprises the two strands of SEQ ID NO: 3 and SEQ ID NO: 4. 

Fig. IB is a series of reproductions of fluorescent micrographs (labeled la, lb, 
2a, 2b, 3a, 3b, 4a, and 4b) showing 3T3-L1 adipocytes (day 5) that were transfected with 
Cy3 -labeled mouse lamin A/C or scrambled siRNA duplexes by electroporation at a 
30 concentration of 80 nrnoles per 5 million cells. After re-seeding for 48 hours, nuclear 
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membrane localization of lamin A/C was visualized by immunofluorescence using 
antibody against mouse lamin A/C as described herein. 

Fig. 2 is a bar graph showing the results of experiments in which Cy3-labeled 
scrambled siRNA or lamin A/C siRNA at the concentrations indicated were 
electroporated with differentiated 3T3-L1 adipocytes (day 5). After immunostaining 
with anti-lamin A/C antibody, cells with lamin A/C staining were counted. Data 
represent mean DSD of three independent experiments. 

Fig. 3A is a schematic drawing of the Aktl and Akt2 proteins, Aktl and Akt2 
mRNAs, and siRNA targeted sequences for Aktl (SEQ ID NOs: 5 and 6) and for Akt2 
(SEQ ID NOs: 7 and 8). 

Fig. 3B is a phophorimage of Western blots of adipocyte lysates after 
introduction of siRNAs as indicated for 24 or 48 hours. Blots were stained for Aktl, 
Akt2, and Myosin KB. Aktl and Akt2 siRNA duplexes were designed according to 
mouse Aktl and Akt2 mRNA sequences obtained from NCBI database (accession 
numbers are NM_009652, SEQ ID NO: 20 and U22445, SEQ ID NO: 21, respectively). 
Sc: scramble; Ala: aktla siRNA; Alb: aktlb siRNA; A2a: akt2a siRNA; A2b: akt2b 
siRNA. 

Fig 4A is a phosphorimage of Western blots of adipocyte lysates of 3T3-L1 
adipocytes that were transfected with siRNAs (40 nmoles siRNA duplexes/5 x 10 6 cells) 
by electroporation, re-seeded for 42 hours, and serum starved for 6 hours before the 
treatment with insulin for 15 minutes at 37°C. 50 Tg protein of total cell lysate was used 
for detection of Aktl and phospho-Thr308/309 Akt. 25 Tg protein was used for 
detection of Akt2, nonmuscle myosin IEB and Acrp30. 

Fig. 4B is a bar graph of Aktl and Akt2 protein levels, respectively, after 
introduction of Aktlb, or Akt2b, or scrambled siRNA. 

Fig. 4C is a bar graph of Akt threonine 308/309 phosphorylation after 
introduction of scrambled, Aktlb, or Akt2b siRNA followed by incubation in 0, 1 nM, 
or 100 nM insulin. Data are presented as a mean ± SD of three independent 
experiments. 

Fig. 5 A is a phosphorimage of Western blots detecting phospho-GSK3 and GSK3 
after introduction of siRNA followed by incubation in 0, 1 nM, or 100 nM insulin. 
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Fig. 5B is a phosphorimage of Western blots detecting phospho-Erkl/2 and 
Erkl/2 after introduction of siRNA followed by incubation in 0, 1 nM, or 1 00 nM 
insulin. 

Fig. 5C is a bar graph showing phosphorylation of GSK3I quantified by 
measurement of the ratio of intensity of phospho-GSK3I bands versus the intensity of 
GSK3I protein bands. 

Fig. 5D is a bar graph showing phosphorylation of Erkl/2 quantified by 
measurement of the ratio of the intensity of phospo-Erkl/2 bands versus the intensity of 
Erkl/2 protein bands. Data are presented as a mean ± SD of three independent 
experiments. 

Fig. 6 A is a phosphorimage of representative Western blot images for Akt protein 
levels, phospho-threonine 308/309 levels, and phospho-serine 21-GSK3I levels. 

Fig. 6B is a bar graph of experiments showing the dose dependence of insulin- 
stimulated deoxyglucose uptake. Quantitative data are presented as a mean ± SD of four 
independent experiments. 

Fig. 6C is a bar graph of experiments showing inhibition of 100 nM insulin- 
induced glucose uptake and GSK3I phosphorylation by knockdown Akt 1 and Akt2 
protein levels. Quantitative data are presented as a mean ± SD of three independent 
experiments. 

Fig. 7 A is a representative image for GFP-positive cells and exofacial Myc 
staining. The concentration of insulin used was 100 nM. Images for Myc staining and 
GFP signal were taken at an optical plane near the middle of cells where the Myc signal 
around the rim of cells was the brightest. 

Fig 7B is a Western blot showing Akt protein levels in adipocytes transfected 
with Myc-Glut4-EGFP and siRNAs for 48 h. 

Fig. 7C is a bar graph showing the percentage of the transfected adipocytes 
showing a Myc-GLUT4-GFP rim on the cell surface. Data are presented as the mean ± 
SD of three independent experiments with > 200 cells counted in each experiment. 

Fig. 7D is a bar graph showing the ratio of cell surface Myc signal over the total 
GFP signal in adipocytes expressing Myc-GLUT4-GFP. The concentration of insulin 
used was 100 nM. Comparison of data presented as mean + SD was performed by 
using the unpaired Student's t test. *, P < 0.001 for difference between cells transfected 
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with scrambled siRNA vs. cells transfected with aktlb/akt2b siRNAs. Scr, scrambled 
siRNA; lb, aktlb siRNA; 2b, akt2b siRNA. 

Fig. 8 A is a Western blot showing amounts of Myolc, myosin 2b and EHD2 
protein in differentiated 3T3-L1 adipocytes after expression of scrambled siRNA (lane 
1), siRNA 6 (lane 2) or siRNAs 6 and 2 (lane 3). 

Fig. 8B is a bar graph showing quantification of the Myolc protein shown in Fig. 
8 A using a scanning densitometer. 

Fig. 8C is a bar graph showing insulin-stimulated [ 3 H]2-deoxyglucose uptake in 
differentiated 3T3-L1 adipocytes transfected with either scrambled siRNA, siRNA 6 or 
siRNAs 6 and 2. Results are the average of three separate experiments. Asterisk, P < 
0.0004, double asterisk, P < 0.0001. 

DETAILED DESCRIPTION 

The invention provides an effective method of introducing nucleic acids, e.g., 
siRNAs, into adipocytes. The new method employs electroporation of the adipocytes 
under certain conditions. The method was developed using the test protein lamin A/C 
and has been used to investigate the role of Akt (protein kinase B; PKB). Using the new 
method, virtually complete inhibition of expression of a targeted protein can be achieved 
while other proteins are expressed normally. 

This method is useful for, e.g., drug discovery such as for identification of 
insulin sensitizers that can be used to treat type 2 diabetes and for drugs that alleviate 
obesity. 

Although gene-specific knockout mice provide a tool to study acute actions of 
signaling molecules, phenotypes observed in mice can result from unrelated changes in 
gene expression and developmental regulation. For example, the present invention 
provides methods permitting the selective inhibition of expression in adipocytes, e.g., of 
Akt protein kinases in intact cultured adipocytes, through the mechanism of RNA 
interference (RNAi) (for reviews, see Hutvagner et al., 2002, Curr. Opin. Genet. Dev. 
12:225, Hannon, 2002, Nature 418:244). This powerful approach overcomes the 
problems encountered in mouse gene knockouts (i.e., in transgenic mice) where loss of 
both Aktl and Akt2 genes is lethal. 
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Methods that permit the selective inhibition of genes in cultured cells, 
particularly primary or secondary cells are useful for deterrnining the functions of genes 
to define gene targets. Such methods are also useful for developing an inventory of 
expected effects when expression of a specific gene is inhibited. The inventory can then 
5 be used when screening for compounds to identify those whose effects are limited to 
modulating expression of the specific gene. Such a system, as is described herein, is 
particularly useful in adipocytes, which are associated with disorders for which drugs are 
sought such as obesity and diabetes (e.g., type 2 diabetes). 

So that the invention may be more readily understood, certain terms are defined 
10 as follows: 

The term "nucleoside" refers to a molecule having a purine or pyrimidine base 
covalently linked to a ribose or deoxyribose sugar. Exemplary nucleosides include 
adenosine, guanosine, cytidine, uridine and thymidine. The term "nucleotide" refers to a 
nucleoside having one or more phosphate groups joined in ester linkages to the sugar 
15 moiety. Exemplary nucleotides include nucleoside monophosphates, diphosphates and 
triphosphates. The terms "polynucleotide" and "nucleic acid molecule" are used 
interchangeably herein and refer to a polymer of nucleotides joined together by a 
phosphodiester linkage between 5' and 3' carbon atoms. 

The term "RNA" or "KNA molecule" or "ribonucleic acid molecule" refers 
20 generally to a polymer of ribonucleotides. The term "DNA" or "DNA molecule" or 

deoxyribonucleic acid molecule" refers generally to a polymer of deoxyribonucleotides. 
DNA and KNA molecules can be synthesized naturally (e.g. , by DNA replication or 
transcription of DNA, respectively). RNA molecules can be post-transcriptionally 
modified. DNA and RNA molecules can also be chemically synthesized. DNA and 
RNA molecules can be single-stranded (i.e., ssRNA and ssDNA, respectively) or multi- 
stranded (e.g., double stranded, i.e., dsRNA and dsDNA, respectively). Based on the 
nature of the invention, however, the term "RNA" or "RNA molecule" or "ribonucleic 
acid molecule" can also refer to a polymer comprising primarily (i.e., greater than 80% 
or, preferably greater than 90%) ribonucleotides but optionally including at least one 
non- ribonucleotides molecule, for example, at least one deoxribonucleotide and/or at 
least one nucleotide analog. 
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The term "nucleotide analog", also referred to herein as an "altered nucleotide" 
or "modified nucleotide" refers to a non-standard nucleotide, including non-naturally 
occurring ribonucleotides or deoxyribonucleotides. Preferred nucleotide analogs are 
modified at any position so as to alter certain chemical properties of the nucleotide yet 

5 retain the ability of the nucleotide analog to perform its intended function. 

The term "RNA analog" refers to an polynucleotide (e.g., a chemically 
synthesized polynucleotide) having at least one altered or modified nucleotide as 
compared to a corresponding unaltered or unmodified RNA but retaining the same or 
similar nature or function as the corresponding unaltered or unmodified RNA. As 

10 discussed above, the oligonucleotides may be linked with linkages which result in a 
lower rate of hydrolysis of the RNA analog as compared to an RNA molecule with 
phosphodiester linkages. Exemplary RNA analogues include sugar- and/or backbone- 
modified ribonucleotides and/or deoxyribonucleotides. Such alterations or 
modifications can further include addition of non-nucleotide material, such as to the 

15 end(s) of the RNA or internally (at one or more nucleotides of the RNA). An RNA 

analog need only be sufficiently similar to natural RNA that it has the ability to mediate 
(mediates) RNA interference. 

The term "RNA interference" or "RNAi" as used herein, refers generally to a 
sequence-specific or selective process by which a target molecule (e.g., a target gene, 

20 protein or RNA) is downregulated. In specific embodiments, the process of "RNA 

interference" or "RNAi" features degradation of RNA molecules, e.g., RNA molecules 
within a cell, said degradation being triggered by an RNA agent. Degradation is 
catalyzed by an enzymatic, RNA-induced silencing complex (RISC). RNAi occurs in 
cells naturally to remove foreign RNAs (e.g., viral RNAs). Natural RNAi proceeds via 

25 fragments cleaved from free dsRNA which direct the degradative mechanism to other 
similar RNA sequences. Alternatively, RNAi can be initiated by the hand of man, for 
example, to silence the expression of target genes. 

As used herein, the term "small interfering RNA" ("siRNA") (also referred to in 
the art as "short interfering RNAs") refers to an RNA (or RNA analog) comprising 

30 between about 10-50 nucleotides (or nucleotide analogs) which is capable of directing or 
mediating RNA interference. An"siRNA", having a "sequence sufficiently 
complementary" to a target mRNA sequence to direct or mediate RNAi means that the 
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siRNA has a sequence sufficient to trigger the destruction of the target mRNA by the 
RNAi machinery (e.g., the RISC complex) or process. 

The term "shRNA" or "short hairpin RNA", as used herein, refers to an RNA 
agent having a stem-loop structure, comprising a first and second region of 
5 complementary sequence, the degree of complementarity and orientation of the regions 
being sufficient such that base pairing occurs between the regions, the first and second 
regions being joined by a loop region, the loop resulting from a lack of base pairing 
between nucleotides (or nucleotide analogs) within the loop region. 

A "mRNA" or "messenger RNA" is single-stranded RNA that specifies the 
10 amino acid sequence of one or more polypeptide chains. This information is translated 
during protein synthesis when ribosomes bind to the mRNA. 

A gene "involved" in a disorder includes a gene, the normal or aberrant 
expression or function of which effects or causes a disease or disorder or at least one 
symptom of said disease or disorder 

Various methodologies of the instant invention include steps that involve 
comparing a value, level, feature, characteristic, property, etc. to a "suitable control", 
referred to interchangeably herein as an "appropriate control". A "suitable control" or 
"appropriate control" is any control or standard familiar to one of ordinary skill in the art 
useful for comparison purposes. In one embodiment, a "suitable control" or 
"appropriate control" is a value, level, feature, characteristic, property, etc. determined 
prior to performing an RNAi methodology, as described herein. For example, a 
transcription rate, mRNA level, translation rate, protein level, biological activity, cellular 
characteristic or property, genotype, phenotype, etc. can be determined prior to 
introducing a siRNA of the invention into a cell or organism, hi another embodiment, a 
25 "suitable control" or "appropriate control" is a value, level, feature, characteristic, 
property, etc. determined in a cell or organism, e.g., a control or normal cell or 
organism, exhibiting, for example, normal traits. In yet another embodiment, a "suitable 
control" or "appropriate control" is a predefined value, level, feature, characteristic, 
property, etc. 

30 Unless otherwise defined, all technical and scientific terms used herein have the 

same meaning as commonly understood by one of ordinary skill in the art to which this 
invention belongs. Although methods and materials similar or equivalent to those 
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described herein can be used in the practice or testing of the present invention, suitable 
methods and materials are described below. 

I. RNAi molecules 
5 RNA interference (RNAi) is the mechanism of sequence-specific, post- 

transcriptional gene silencing initiated by double-stranded RNAs (dsRNA) homologous 
to the gene being suppressed. dsRNAs are processed by Dicer, a cellular ribonuclease 
m, to generate duplexes of about 21 nt with 3 '-overhangs (small interfering RNA, 
siRNA) which mediate sequence-specific mRNA degradation. In mammalian cells 

10 siRNA molecules are capable of specifically silencing gene expression without induction 
of the unspecific interferon response pathway. Thus, siRNAs have become a new and 
powerful alternative to other genetic tools such as antisense oligonucleotides and 
ribozymes to analyze loss-of-function phenotypes. Application of siRNA duplexes to 
interfere with the expression of a specific gene requires knowledge of target 

15 accessibility, highly effective delivery of siRNAs into target cells and for some 

applications long-term siRNA expression. The present invention provides an effective 
strategy to deliver siRNAs to target cells in cell culture, e.g., adipocytes, by the . 
transduction of short duplex siRNAs molecules into cells, e.g., adipocyte, by using 
electroporation methods, as described herein. The methods of the present invention are 

20 also useful to introduce into cells, e.g., adipocytes, expression cassettes that allow 
transcription of functional siRNAs or their precursors by various Pol in promoters 
(Scherr M, Morgan MA, Eder M. Curr Med Chem. 2003 Feb;10(3):245-56), thereby 
providing endogenous expression of siRNAs. 

RNAi is a remarkably efficient process whereby double-stranded RNA including 

25 for example, siRNAs and/or long ds RNA, induces the sequence-specific degradation of 
targeted mRNA in animals and plant cells (Hutvagner and Zamore, Curr. Opin. Genet. 
Dev.:12, 225-232 (2002); Sharp, Genes Dev., 15:485-490 (2001)). In mammalian cells, 
RNAi can be triggered by 21 -nucleotide (nt) duplexes of small interfering RNA (siRNA) 
(Chiu et aL, MoL Cell. 10:549-561 (2002); Elbashir et aL, Nature 41 1 :494-498 (2001)), 

30 or by micro-RNAs (miRNA), functional small-hairpin RNA (shRNA), or other dsRNAs 
which can be expressed in vivo using DNA templates with RNA polymerase III 
promoters (Zeng et aL, Mol. Cell 9:1327-1333 (2002); Paddison et aL, Genes Dev. 
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16:948-95S (2002); Lee etal, Nature Biotechnol. 20:500-505 (2002); Paul et al, Nature 
Biotechnol. 20:505-508 (2002); Tuschl, T., Nature Biotechnol. 20:440-448 (2002); Yu et 
al, Proc. Natl. Acad. Sci. USA 99(9): 6047-6052 (2002); McManus et al, RNA 8:S42- 
850 (2002); Sui et al, Proc. Natl. Acad. Sci. USA 99(6):5515-5520 (2002).) 

Accordingly, the invention provides nucleic acid molecules (i.e., RNAi 
molecules) that are targeted to an mRNA sequence of a gene that affects glucose 
transport, for example, Aktl, Akt2, Myolc or CISK. In particular embodiments, the 
genes that affect glucose transport comprise the RNAi target nucleotide sequences 
shown in Table 1. 

RNAi molecules of the invention include siRNA molecules. The siRNA 
constructs of the invention include dsRNA molecules comprising 16-30, e.g., 16, 17, 18, 
19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, or 30 nucleotides in each strand, wherein one 
of the strands is substantially identical, e.g., at least 80% (or more, e.g., 85%, 90%, 95%, 
or 100%) identical, e.g., having 3, 2, 1, or 0 mismatched nucleotide(s), to a target region 
in the mRNA and the other strand is identical or substantially identical to the first strand. 
An siRNA typically has a 2-3 nucleotide 3' overhanging end, a 5 'phosphate (upon 
extraction from a cell) and a 3'hydroxyl terminus. Methods of synthesizing RNAs and 
modifying RNAs are known in the art (e.g., Hwang et al., 1999, Proc. Nat. Acad. Sci. 
USA 96:12997-13002; and Huq and Rana, 1997, Biochem. 36:12592-12599). siRNAs 
can be purchased commercially (e.g., Dharmacon Research, Inc., Layfayette, CO; 
Ambion, Inc., Austin, TX). 

The siRNA molecules of the invention can be chemically synthesized, or can be 
transcribed in vitro from a DNA template, or in vivo from e.g., shRNA, or, by vising 
recombinant human DICER enzyme, to cleave in vitro transcribed dsRNA templates 
into pools of 20- or 21-bp duplex RNA mediating RNAi. The siRNA molecules can be 
designed using any method known in the art, for instance, by using the following 
protocol: 

1 . Beginning with the AUG start codon, look for AA dinucleotide sequences; 
each AA and the 3* adjacent 16 or more nucleotides are potential siRNA targets 
(see FIGs. 15, 16, 34, 35, 36). siRNAs taken from the 5' untranslated regions 
(UTRs) and regions near the start codon (within about 75 bases or so) maybe 
less useful as they may be richer in regulatory protein binding sites, and UTR- 
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binding proteins and/or translation initiation complexes may interfere with 
binding of the siRNP or RISC endonuclease complex. Thus, in one embodiment, 
the nucleic acid molecules are selected from a region of the cDNA sequence 
beginning 50 to 100 nt downstream of the start codon. Further, siRNAs with 
lower G/C content (35-55%) may be more active than those with G/C content 
higher than 55%. Thus in one embodiment, the invention includes nucleic acid 
molecules having 35-55% G/C content. In addition, the strands of the siRNA 
can be paired in such a way as to have a 3' overhang of 1 to 4, e.g., 2, 
nucleotides. Thus in another embodiment, the nucleic acid molecules can have a 
3' overhang of 2 nucleotides, such as TT. The overhanging nucleotides can be 
either RNA or DNA. 

2. Using any method known in the art, compare the potential targets to the 
appropriate genome database (human, mouse, rat, etc.) and eliminate from 
consideration any target sequences with significant homology to other coding 
sequences. One such method for such sequence homology searches is known as 
BLAST, which is available at the National Center for Biotechnology Information 
web site of the National Institutes of Health. 

3. Select one or more sequences that meet your criteria for evaluation. 
Further general information about the design and use of siRNA can be found in 
"The siRNA User Guide," available at the web site of the laboratory of Dr. 
Thomas Tuschl at Rockefeller University. 

In some embodiments of the invention, an siRNA exhibits a relatively low level 
of toxicity. For example, a concentration of an siRNA that inhibits expression of a 
targeted sequence has relatively low toxicity when at least 50% of the cells in a culture 
treated with the siRNA are viable when expression of the targeted sequence is decreased 
by 50% compared to expression in a cell that is not treated with the siRNA. Low 
toxicity may be associated with greater cell viability, e.g., at least 60%, 75%, 85%, 90%, 
95%>, or 1 00%. Methods of measuring cell viability are known in the art and include 
trypan blue exclusion. This is, for example, in contrast to a knockout of a targeted gene 
(such as in a transgenic animal). Therefore, an advantage of the invention is that it 
permits manipulation (i.e., inhibition) of expression ,of a gene that can be lethal to the a 
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cell or an animal when expression of the gene is manipulated by genetically engineering 
the gene. 

The RNAi agents of the present invention can also include small hairpin RNAs 
(shRNAs), and expression constructs engineered to express shRNAs. Transcription of 
5 shRNAs is initiated at a polymerase m (pol HI) promoter, and is thought to be 
terminated at position 2 of a 4-5-thymine transcription termination site. Upon 
expression, shRNAs are thought to fold into a stem-loop structure with 3' UU- 
overhangs; subsequently, the ends of these shRNAs are processed, converting the 
shRNAs into siRNA-like molecules of about 21 nucleotides. Brummelkamp et al, 
10 Science 296:550-553 (2002); Lee et al, (2002). supra; Miyagishi and Taira, Nature 

Biotechnol. 20:497-500 (2002); Paddison et al. (2002), supra; Paul (2002), supra; Sui 
(2002) supra; Yu et al. (2002), supra. More information about shRNA design and use 
can be found on the internet at the following addresses: 
katahdin.cshl.org:933 l/RNAi/docs/BseRI-BamHI_Strategy.pdf and 
1 5 katahdin.cshl.org:933 l/RNAi/docs/Web_version_of_PCR_strategyl .pdf. 

Expression constructs of the present invention includeany construct suitable for 
use in the appropriate expression system and include, but are not limited to, retroviral 
vectors, linear expression cassettes, plasmids and viral or virally-derived vectors, as 
known in the art. Such expression constructs can include one or more inducible 
20 promoters, RNA Pol m promoter systems such as U6 snRNA promoters or HI RNA 
polymerase m promoters, or other promoters known in the art. The constructs can 
include one or both strands of the siRNA. Expression constructs expressing both strands 
can also include loop structures Unking both strands, or each strand can be separately 
transcribed from separate promoters within the same construct. Each strand can also be 
transcribed from a separate expression construct. Tuschl (2002), supra). 

Methods for expressing siRNA duplexes within cells from recombinant DNA 
constructs to allow longer-term target gene suppression in cells are known in the art, 
including mammalian Pol HI promoter systems (e.g., HI or U6/snRNA promoter 
systems (Tuschl (2002), supra) capable of expressing functional double-stranded 
siRNAs; (Bagella et al, J. Cell. Physiol. 177:206-213 (1998); Lee et al. (2002), supra; 
Miyagishi et al. (2002), supra; Paul et al. (2002), supra; Yu et al. (2002), supra; Sui et 
al. (2002), supra). Transcriptional termination by RNA Pol HI occurs at runs of four 
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consecutive T residues in the DNA template, providing a mechanism to end the siRNA 
transcript at a specific sequence. The siRNA is complementary to the sequence of the 
target gene in 5'-3' and 3'-5' orientations, and the two strands of the siRNA can be 
expressed in the same construct or in separate constructs. Hairpin siRNAs, driven by HI 
or U6 snRNA promoter and expressed in cells, can inhibit target gene expression 
(Bagella et al. (1998), supra; Lee et al (2002), supra; Miyagishi et al (2002), supra; 
Paul et al (2002), supra; Yu et al (2002), supra; Sui et al (2002) supra). Constructs 
containing siRNA sequence under the control of T7 promoter also make functional 
siRNAs when cotransfected into the cells with a vector expressing T7 RNA polymerase 
(Jacque (2002), supra). A single construct may contain multiple sequences coding for 
siRNAs, such as multiple regions of genes encoding, e.g, Aktl, Akt2, CISK or Myolc, 
targeting the same gene or multiple genes, and can be driven, for example, by separate 
Pol HE promoter sites. 

Anim al cells express a range of noncoding RNAs of approximately 22 
nucleotides termed micro RNA (miRNAs) which can regulate gene expression at the 
post transcriptional or translational level during animal development. One common 
feature of miRNAs is that they are all excised from an approximately 70 nucleotide 
precursor RNA stem-loop, probably by Dicer, an RNase Hi-type enzyme, or a homolog 
thereof. By substituting the stem sequences of the miRNA precursor with miRNA 
sequence complementary to the target mRNA, a vector construct that expresses the 
novel miRNA can be used to produce siRNAs to initiate RNAi against specific mRNA . 
targets in mammalian cells (Zeng (2002), supra). When expressed by DNA vectors 
containing polymerase EI promoters, micro-RNA designed hairpins can silence gene 
expression (McManus (2002), supra). In an animal model, whole-embryo 
electroporation can efficiently deliver synthetic siRNA into post-implantation mouse 
embryos (Calegari et al, Proc. Natl. Acad. Sci. USA 99(22): 14236-40 (2002)). In adult 
mice, efficient delivery of siRNA can be accomplished by "high-pressure" delivery 
technique, a rapid injection (within 5 seconds) of a large volume of siRNA containing 
solution into animal via the tail vein (Liu (1999), supra; McCaffrey (2002), supra; 
Lewis, Nature Genetics 32:107-108 (2002)). Nanoparticles and liposomes can also be 
used to deliver siRNA into animals. 
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Negative control siRNAs should have the same nucleotide composition as the 
selected siRNA, but without significant sequence complementarity to the appropriate 
genome. Such negative controls can be designed by randomly scrambling the nucleotide 
sequence of the selected siRNA; a homology search can be performed to ensure that the 
negative control lacks homology to any other gene in the appropriate genome. In 
addition, negative control siRNAs can be designed by introducing one or more base 
mismatches into the sequence. 

The nucleic acid compositions of the invention include both unmodified siRNAs 
and modified siRNAs as known in the art, such as crosslinked siRNA derivatives. 
Crosslinking can be employed to alter the pharmacokinetics of the composition, for 
example, to increase half-life in the body. Thus, the invention includes siRNA 
derivatives that include siRNA having two complementary strands of nucleic acid, such 
that the two strands are crosslinked. For example, a 3' OH terminus of one of the 
strands can be modified, or the two strands can be crosslinked and modified at the 3 'OH 
terminus. The siRNA derivative can contain a single crosslink (e.g., a psoralen 
crosslink). Modifying siRNA derivatives may improve cellular uptake or enhance 
cellular targeting activities of the resulting siRNA derivative as compared to the 
corresponding siRNA, are useful for tracing the siRNA derivative in the cell, or improve 
the stability of the siRNA derivative compared to the corresponding siRNA. 

The nucleic acid compositions of the invention can be unconjugated or can be 
conjugated to another moiety, such as a nanoparticle, to enhance a property of the 
compositions, e.g., a pharmacokinetic parameter such as absorption, efficacy, 
bioavailability, and/or half-life. The conjugation can be accomplished by methods 
known in the art, e.g., using the methods of Lambert et al, Drug Deliv. Rev.:47(l) 5 99- 
1 12 (2001) (describes nucleic acids loaded to polyalkylcyanoacrylate (PACA) 
nanoparticles); Fattal et al, J. Control Release 53(1-3): 137-43 (1998) (describes nucleic 
acids bound to nanoparticles); Schwab et al, Ann. Oncol. 5 Suppl. 4:55-8 (1994) 
(describes nucleic acids linked to intercalating agents, hydrophobic groups, polycations 
or PACA nanoparticles); and Godard et al, Eur. J. Biochem. 232(2):404-10 (1995) 
(describes nucleic acids linked to nanoparticles). 
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The nucleic acid molecules of the present invention can also be labeled using any 
method known in the art; for instance, the nucleic acid compositions can be labeled with 
a fluorophore, e.g., Cy3, fluorescein, or rhodamine. The labeling can be carried out 
using a kit, e.g., the SILENCER™ siKNA labeling kit (Ambion). Additionally, the 
siRNA can be radiolabeled, e.g., using 3 H, 32 P, or other appropriate isotope. 

Engineered RNA precursors, introduced into cells (e.g., adipocytes) or whole 
organisms as described herein, will lead to the production of a desired siRNA molecule. 
Such an siRNA molecule will then associate with endogenous protein components of the 
RNAi pathway to bind to and target a specific mRNA sequence for cleavage and 
destruction. In this fashion, the mRNA to be targeted by the siRNA generated from the 
engineered RNA precursor will be depleted from the cell or organism, leading to a 
decrease in the concentration of the protein encoded by that mRNA in the cell or 
organism. The RNA precursors are typically nucleic acid molecules that individually 
encode either one strand of a dsRNA or encode the entire nucleotide sequence of an 
RNA hairpin loop structure. 

Moreover, because RNAi is believed to progress via at least one single stranded 
RNA intermediate, the skilled artisan will appreciate that ss-siRNAs (e.g., the antisense 
strand of a ds-siRNA) can also be designed (e.g., for chemical synthesis) generated (e.g., 
enzymatically generated) or expressed (e.g., from a vector or plasmid) as described 
herein and utilized according to the claimed methodologies. Moreover, in invertebrates, 
RNAi can be triggered effectively by long dsRNAs (e.g., dsRNAs about J 00 - J 000 
nucleotides in length, preferably about 200- 500, for example, about 250, 300 t 350, 400 
or 450 nucleotides in length) acting as effectors of RNAi. (Brondani et al., Proc Natl 
Acad Sci USA. 2001 Dec 4;98(25):1442S-33. Epub 2001 Nov 27). 

The siRNA molecules of the present invention can target the following 
sequences of the target gene, e.g., the siRNA molecules may comprise, as one of their 
strands, an RNA sequence corresponding to any one of the following DNA sequences 
(e.g., the sense strand of the siRNA duplex) and the corresponding sequences of allelic 
variants thereof. Sequences in the table are represented as target gene sequences (i.e., 
cDNA sequences). The skilled artisan will appreciate, however, that siRNA strands, 
e.g., sense strands, comprise corresponding ribonucleotides, and that antisense strands 
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comprise complementary ribonucleotide sequences. Additional deoxythymidine 
overhangs are also contemplated as described herein. 



TABLE 1: siRNA CANDIDATE TARGET SEQUENCES 



GENES 


siRNA CANDIDATE TARGET SEQUENCES 


SEQUENCES 


Aktl 
Mus 

musculus 


ACGACGTAGCCATTGTGAA 

CGACGTAGCCATTGTGAAG 

CTTCCTCCTCAAGAACGAT 

GGCAGGAAGAAGAGACGAT 

GACGATGGACTTCCGATCA 

AGCACCGTGTGACCATGAA 

CTACTTGCACTCCGAGAAG 

GGATGGTGCCACTATGAAG 

TGGTGCCACTATGAAGACA 

GGATGCCAAGGAGATCATG 

CCGGTTCTTTGCCAACATC 

CTGACACCAGGTATTTCGA 

CACCAGGTATTTCGATGAG 

GGTATTTCGATGAGGAGTT 

TTTCGATGAGGAGTTCACA 


SEQ ID NO:27 
SEQ ID NO:28 
SEQ ED NO:29 
SEQ ID NO:30 
SEQIDNO:31 
SEQK>NO:32 
SEQ ID NO:33 
SEQ ID NO:34 
SEQ ID NO:35 
SEQ ID NO:36 
SEQ ID NO:37 
SEQ ID NO:38 
SEQ ID NO: 39 
SEQ ED NO:40 
SEQIDNO:41 


Akt2 
Mus 

musculus 


AACGTGGTGAATACATCAA 

ACGTGGTGAATACATCAAG 

CGTGGTGAATACATCAAGA 

CCATGAATGACTTCGATTA 

GGAGGTCATCATTGCAAAG 

GTATTTGCACTCGAGAGAT 

CTCGAGAGATGTGGTGTAC 

CCGTGACATCAAGCTGGAA 

ACCTTATGTTGGACAAAGA 

GGTCATGGAGCATAGATTC 

CACAAGGTACTTTGATGAC 


SEQ ID NO:42 
SEQ ID NO:43 
SEQ ID NO:44 
SEQ ID NO:45 
SEQ ID NO:46 
SEQIDNO:47 
SEQ ID NO:48 
SEQ ID NO:49 
SEQ ID NO: 50 
SEQIDNO:51 
SEQIDNO:52 


Aktl 

Homo 
Sapiens 


TGAGCGACGTGGCTATTGT 
CTGTCATCGAACGCACCTT 
TCGAACGC ACCTTCC ATGT 
TGAACGAGTTTGAGTACCT 
ACGAGTTTGAGTACCTGAA 
TGGCGCTGAGATTGTGTCA 
CCAGATGC AACCTCACTAT 
GATGCAACCTCACTATGGT 
TGATCTCTCCACGGTAGCA 


SEQ ID NO:53 
SEQIDNO:54 
SEQIDNO:55 
SEQ ID NO:56 
SEQ ID NO:57 
SEQIDNO:58 
SEQ ID NO:59 
SEQ ID NO:60 
SEQIDNO:61 


Akt2 

Homo 
Sapiens 


CAAGCGTGGTGAATACATC 
AGCGTGGTGAATAC ATCAA 
GCGTGGTGAATACATCAAG 
CAGTCATCGAGAGGACCTT 
CTTCGATGATGAATTTACC 
TGGAGCAC AGGTTCTTCCT 


SEQ ID NO:62 
SEQ ID NO:63 
SEQ ID NO:64 
SEQ ID NO:65 
SEQ ID NO:66 
SEQ ID NO:67 


CISK 
Mus 


CTCAATTTCTGTCCTTCAA 
AAGAAGAGGTTCACGGTTT 


SEQ ID NO: 68 
SEQ ID NO:69 
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Musculus 



AGAAGAGGTTCACGGTTTA 

GAAGAGGTTCACGGTTTAT 

AGAGGTTCACGGTTTATAA 

GAGGTTCACGGTTTATAAA 

GGTTCACGGTTTATAAAGT 

GAAGCGAGTGGTTTGTCTT 

GAACTTGGTCAGATATCCA 

GATATCCAGAGCTTTACAA 

TCCAGATGTCCGAGCATTC 

GTACTTCGAAGCCACATTC 

AATCCTCATGCTAAACCAA 

AACCAACTGACTTCGATTT 

AACGGAAACTGGATGGAAA 

TATTATGGCTGAACGCAAT 

AAGAAGGAATCGCTATTTC 

TGACAATATTCTTCACAAG 

TCGTGAATGCC AGTGTTCT 



SEQIDNO:70 
SEQ ED NO:71 
SEQ ID NO:72 
SEQ ED NO:73 
SEQ ID NO:74 
SEQ ID NO:75 
SEQIDNO:76 
SEQ ID NO:77 
SEQIDNO:78 
SEQIDNO:79 
SEQ ID NO: 80 
SEQIDNO:Sl 
SEQ ID NO: 82 
SEQ ID NO: 83 
SEQ ED NO: 84 
SEQ ID NO: 85 
SEQEDNO:86 



MyolC 
Mus 

Musculus 



CCGTGGTGTC AGTTTCTAT 

TGAAGTACCACCTC ATTTG 

AGTACCACCTCATTTGTTT 

GTACCACCTCATTTGTTTG 

AGACTCTCCGCAACGATAA 

GACTCTCCGCAACGATAAC 

CTCTCCGCAACGATAACTC 

AATCACGGAGAGCGGAACT 

ATCACGGAGAGCGGAACTT 

GCTACTTGTACCTGGTGAA 

ACGACAAGAGTGACTGGAA 

AGAGTGACTGGAAGGTTAT 

GAGTGACTGGAAGGTTATG 

GTGACTGGAAGGTTATGAG 

GTTCCGCCTTCTGCATTAT 

CAGGAGGATTGGATTTCTT 

CTTAGGAGCAATAGAGAGA 

CTGCTGACACTTCTGCAAT 

GGTGACCTAC AGTGTGACT 

TCCGACATCAGGTGAAGTA 

CTAAGATCTTCATCCGATT 

AGGCGGTGGCTAGTGAAAT 

GGCGGTGGCTAGTGAAATT 

AGCAGAGAATTGATTATGC 

ATTGATTATGCC AACCTAA 

TTGATTATGCCAACCTAAC 

TGCC AACCTAACCGGAATC 

ACCTAACCGGAATCTCTGT 

TCATGTGATCG AGACACTA 

TGTGATCGAGACACTAACC 

TCGAGACACTAACCAAGAC 

CCGCGTGAACAATATC AAC 

CGGCATCATTGACTTCACA 

GCACATCTCACTGCCTTTC 

TGCCTTAGGATGAC AACCT 



SEQ ED 
SEQ ED 
SEQ ED 
SEQ ED 
SEQ ID 
SEQ ID 
SEQ ED 
SEQ ID 
SEQ ED 
SEQ ED 
SEQ ID 
SEQ ID 
SEQ ID 
SEQ ID 
SEQ ED 
SEQ ED 
SEQ ID 
SEQ ID 
SEQ ED 
SEQ ED 
SEQ ED 
SEQ ID 
SEQ ID 
SEQ ED 
SEQ ID 
SEQ ID 
SEQ ID 
SEQ ID 
SEQ ED 
SEQ ED 
SEQ ID 
SEQ ID 
SEQ ED 
SEQ ED 
SEQ ED 



NO: 87 
NO: 88 
NO: 89 
NO:90 
NO:91 
NO:92 
NO:93 
NO:94 
NO:95 
NO:96 
NO:97 
NO:98 
NO:99 
NO: 100 
NO: 101 
NO: 102 
NO: 103 
NO: 104 
NO: 105 
NO: 106 
NO: 107 
NO: 108 
NO: 109 
NO: 110 
NO:lll 
NO: 112 
NO: 113 
NO: 114 
NO: 115 
NO:116 
NO: 117 
NO:118 
NO:119 
NO: 120 
NO:121 
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MyolC 

Homo 

Sapiens 



GATCTAC AGCCGGC AACAT 

TCTACAGCCGGCAACATAT 

ACGAC AAGAGTGACTGGAA 

AGTCGGAGCAGG AGGAATA 

ATTCCGCCTTCTGCACTAT 

TTCCGCCTTCTGCACTATG 

ACCTTAAGGAGACCATGTG 

CCTTAAGGAGACCATGTGT 

CCATGTGTAGCTCAAAGAA 

GCGAGCTCAGTGACAAGAA 

T C GC C GC A A AT AC G A AGCT 

ATACGAAGCTTTCCTGCAA 

TACGAAGCTTTCCTGCAAA 

CTCGGCTTGGTACAGATGA 

GGATTGATTACGCCAACCT 

GCGTGCGGACATAAAGCAA 

TTGAGACGCTGACCAAGAC 

ACCGCGTGAACAGCATCAA 

GTTACCAAAGAGTCGAATT 

AGAGTCGAATTTCCAGACA 



SEQIDNO:122 

SEQIDNO:123 

SEQIDNO:124 

SEQIDNO:125 

SEQIDNO:126 

SEQIDNO:127 

SEQIDNO:128 

SEQIDNO:129 

SEQIDNO:130 

SEQIDNO:131 

SEQEDNO:132 

SEQIDNO:133 

SEQIDNO:134 

SEQIDNO:135 

SEQIDNO:136 

SEQIDNO:137 

SEQIDNO:138 

SEQIDNO:139 

SEQIDNO:140 

SEQIDNO:141 



H. Adipocyte Cultures 

The invention relates to introduction of nucleic acids such as siRNAs into 
adipocytes. Adipocytes can be cultured using methods known in the art (for example, 
see Adipose Tissue Protocols. Methods in Molecular Biology, v. 155, ed. Gerard 
Ailhaud. Totowa, NJ, Humana Press, 2001). Example 1 (infra) describes one such 
method in which 3T3-L1 cells are differentiated into adipocytes. Other methods that can 
be used include differentiation of mesenchymal cells into adipocytes (e.g., using 
reagents such as those available from StemCell Technologies, Inc., Vancouver, B.C.), 
using adipocytes from dissected adipose tissue (typically after treatment to dissociate the 
cells), and commercially available methods for generating adipocytes (e.g., Adipocyte 
Differentiation Kit, Stratagene, Inc.; PromoCell, Heidelberg, Germany). 

To prepare cells for introduction of nucleic acid using the methods described 
herein, adipocytes are detached from their culture substrate or dissociated using standard 
methods. 
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IE. Introduction of Nucleic Acid Molecules into Adipocytes 

In general, ribonucleic acids, deoxynucleic acids, and variants of these can be 
introduced into adipocytes. The nucleic acids can be nucleic acid vectors, e.g., that 
contain a sequence encoding a gene product or fragment of a gene product that is to be 
expressed in an adipocyte, antisense RNAs, siRNAs, siRNA precursors or vectors that 
express siRNA precursors. The nucleic acids can be double- or single-stranded. 

Nucleic acid sequence that is to be introduced into an adipocyte is between about 
2-10,000 bases in length, for example between about 2-5,000 bases in length, 2-1000 
bases in length, 2-500 bases in length, 2-300 bases, 2-200 bases, 2-100 bases, 2-50 
bases, or 2-25 bases or 1-15 bases. When the nucleic acid is a siRNA, each strand is 
generally between about 16-30 nucleotides in length, e.g., 16, 17, 18, 19, 20, 21, 22, 23, 
24, 25, 26, 27, 28, 29, or 30 nucleotides in length. Methods of preparing such nucleic 
acids are known in the art. Typically a nucleic acid sample that is to be used in the 
methods described herein is desalted before being introduced into a cell. 

In general, a nucleic acid molecule is introduced into a cell after washing in a 
suitable buffer, e.g., in phosphate-buffered saline (PBS), and then resuspended in a 
suitable buffer, e.g., PBS. Other suitable buffers include, without limitation, 
Krebs/Ringer/HEPES buffer. The resuspended cells are mixed with nucleic acid 
resuspended in PBS or other buffers suitable for electroporation procedures. For 
example, 0.1-80 nmoles, typically about 20 nM siRNA are used. About 1-10 million 
cells can be used in the methods; typically, about 5 million cells are used in each 
procedure. Typically the cells are electroporated at room temperature although other 
temperatures may be used. The mixture is then exposed to a pulse of electroporation 
with an appropriate apparatus (e.g., a Bio-Rad Gene Pulser II system; Bio-Rad 
Laboratories, Hercules, CA) at a setting which allows efficient introducing of siRNA 
into the cells, e.g., at a setting of between about 0.001-20 kV, about 0.01-2.0 kV, about 
0.02-1.0 kV, about 0.05-0.5 kV, about 0.1-0.25kV, and preferably at a setting of about 
0.11, 0.12, 0.13, 0.14, 0.15, 0.16, 0.17, 0.18, 0.19, 0.20, 0.21, 0.22, 0.23, 0.24 or 0.25 
kV; and at a setting of between about 10-5000 j^F, about 100-3000 jxF, about 200-1800 
)xF, about 350-1550 pF, about 5-1350 jaF, about 750-1150 jxF, about 850-1050 jnF, about 
900-1000 jiF, and preferably at a setting of about 900, 910, 920, 930, 940, 950, 960, 970, 
980, 990, or 100 |xF capacitance. In a preferred embodiment, the mixture is exposed to a 
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pulse of electroporation at a setting of 0.18 kV and 960 jaF. About 400-600 ul of cells ii 
typically used in the procedure, e.g., 450 ul of cells. After electroporation, the cells are 
immediately mixed with fresh medium and incubated at 37°C for, e.g., 10 minutes, 
before reseeding onto multiple-well plates that are appropriate for subsequent uses such 
5 as deoxyglucose uptake assays, Western blotting, or immunofluorescence microscopic 
analysis. Analyses are carried out at an appropriate time after reseeding, e.g., at about 2. 
4, 8, 12, 16, 20, 24, 30, 36, 42, 48, 54, 60, 72, 78, 94, or up to about 120 hours after 
reseeding. In a preferred embodiment, analyses are carried out at 24 to 48 hours after 
reseeding. 

10 siRNA, introduced into cells or whole organisms as described herein, will 

associate with endogenous protein components of the RNAi pathway to bind to and 
target a specific mRNA sequence for cleavage and destruction. In this fashion, the 
mRNA targeted by the siRNA is depleted from the cell or organism, leading to a 
decrease in the concentration of the protein encoded by that mRNA in the cell or 

15 organism. 

The method is useful, for example, if one is seeking to discover a small molecule 
that reduces the activity of a nucleic acid sequence whose expression (or 
overexpression) leads to abnormal glucose metabolism. A key question is whether or 
not decreasing the expression or activity of this nucleic acid sequence would have 

20 unexpected effects, particularly deleterious effects, on a cell. By expressing an siRNA 
derivative that targets for destruction by the RNAi pathway the mRNA encoding the 
nucleic acid sequence in an adipocyte, the deleterious effects of such a potential drug 
can be determined. That is, the methods described herein allows rapid assessment of the 
suitability of the nucleic acid sequence and its product as a drug target. 

25 RNAi provides a new approach for elucidation of gene function. RNAi- 

mediated gene knockdown is useful for genome-wide analysis of gene function as well 
as target validation of potentially therapeutic genes. siRNAs are a useful tool for cell 
biologists studying mammalian gene function. For example, siRNAs are useful for the 
analysis of general cell biological mechanisms such as mitosis, processing and 

30 trafficking of RNA transcripts, the formation of cellular junctions, and membrane 
trafficking. Reagents that can be used for such analyses (e.g. siRNAs that have 
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increased stability in a cell compared to their corresponding, unmodified siRNA) have 
commercial value for use in such research. 

A selected gene can be knocked down by use of an siRNA and the resultant 
phenotype can be observed. However, knockdown of an essential gene could be lethal 
or toxic and may affect many pathways in the cell. Therefore, in some cases it is 
desirable to provide to the cell an siRNA that is not maximally efficient at knockdown 
(i.e., inhibiting expression of the protein translated from the targeted sequence). The 
adverse effects of an overly efficient knockdown can be modulated by contacting the 
cell with an siRNA derivative that has reduced RNAi activity compared to a 
corresponding siRNA. An siRNA derivative is a modified siRNA. Modifications 
include, without limitation, crosslinking or blocking of a 3 'terminus (Chiu and Rana, 
2002, Mol Cell 10:549-561). Suitable concentrations of an siRNA derivative used for 
this purpose include concentrations that do not maximally inhibit RNAi activity and 
ameliorate the undesirable effect of the siRNA. An amount of an siRNA derivative that 
can cause knockdown with less efficiency than a corresponding siRNA can be 
determined using methods known in the art. For example, a comparison is made 
between the level of expression in a cell transfected with an siRNA targeted to a specific 
nucleic acid sequence and the level of expression of the specific nucleic acid sequence in 
a cell that was transfected with a derivative of the siRNA. A higher level of expression 
in the cell transfected with the siRNA derivative (and lower level of expression than in 
an untransfected or mock transfected control cell) indicates that the siRNA is less 
efficient at knockdown of expression. Such derivatives can be useful for knockdown 
experiments in which more efficient knockdown is lethal to the cell. Therefore, in some 
cases, a useful siRNA derivative is one that inhibits RNAi by less than 100%. For 
example, an siRNA derivative that is useful for reducing the RNAi effect of an siRNA 
can inhibit RNAi activity by less than, e.g., 90%, 75%, 50%, 25%, or 10%. 

IV. Nucleic acid targets 

The nucleic acid targets of siRNAs as described herein may be any gene 
associated with Diabetes II, insulin resistance or obesity, or which is important for 
glucose transport or insulin responsiveness, including but not limited to, eg., a gene 
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encoding Aktl, Akt2, CISK, orMyoJc. In particular embodiments, the target genes 
comprise the target nucleotide sequences shown in Table 1. 

Accordingly, the mRNA sequence of Aktl can be any ortholog of Aktl, such as 
sequences substantially identical to the S. cerevisiae, C. elegans, D. melanogaster, 
mouse, or human Aktl, including but not limited to GenBank Accession Nos. 
NM_009652 (GI:6753033;Mus musculus) (SEQ ID NO:20); NM_005163 (GI:4885060; 
Homo sapiens) (SEQ ID NO: 22) . The mRNA sequence of Akt2 can be any ortholog of 
Akt2, such as sequences substantially identical to the S. cerevisiae, C. elegans, D. 
melanogaster, mouse or human Akt2, including but not limited to GenBank Accession 
Nos. U22445 (GL942577; Mus musculus) (SEQ ID NO:21); NM_001626 (GL6715585; 
Homo sapiens) (SEQ ID NO:23). The mRNA sequence of CISK can be any ortholog of 
CISK, such as sequences substantially identical to the S. cerevisiae, C elegans, D. 
melanogaster, human or mouse CISK, including but not limited to GenBank Accession 
No. AF312007 (GI:11321320; Mus musculus) (SEQ ID NO:24); GenBank Accession 
No. NM_013257.3 (GI:25168264; Homo sapiens, variant 1); GenBank Accession No. 
NMJ 70709 (GI:25 168266; Homo sapiens, variant 2). The mRNA sequence of Myolc 
can be any ortholog of Myolc, such as sequences substantially identical to the S. 
cerevisiae, C. elegans, D. melanogaster, human or mouse Myolc, including but not 
limited to GenBank Accession Nos. NM_008659 (GI:3 1543277; Mus musculus) (SEQ 
ID NO:25); NM_033375 (GL24415399; Homo sapiens) (SEQ ID NO:26). 

The term "ortholog" as used herein refers to a sequence which is substantially 
identical to a reference sequence. The term "substantially identical" is used herein to 
refer to a first amino acid or nucleotide sequence that contains a sufficient or minimum 
number of identical or equivalent (e.g., with a similar side chain) amino acid residues or 
nucleotides to a second amino acid or nucleotide sequence such that the first and second 
amino acid or nucleotide sequences have a common structural domain or common 
functional activity. For example, amino acid or nucleotide sequences that contain a 
common structural domain having at least about 60%, or 65% identity, likely 75% 
identity, more likely 85%, 90%. 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98% or 99% 
identity are defined herein as substantially identical. 

Calculations of homology or sequence identity between sequences (the terms are 
used interchangeably herein) are performed as follows. 
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To determine the percent identity of two amino acid sequences, or of two nucleic 
acid sequences, the sequences are aligned for optimal comparison purposes (e.g., gaps 
can be introduced in one or both of a first and a second amino acid or nucleic acid 
sequence for optimal alignment and non-homologous sequences can be disregarded for 
5 comparison purposes). In one embodiment, the length of a reference sequence aligned 
for comparison purposes is at least 50%, at least 60%, at least 70%, 80%, 90%, 100% of 
the length of the reference sequence. The amino acid residues or nucleotides at 
corresponding amino acid positions or nucleotide positions are then compared. When a 
position in the first sequence is occupied by the same amino acid residue or nucleotide 

10 as the corresponding position in the second sequence, then the molecules are identical at 
that position (as used herein amino acid or nucleic acid "identity" is equivalent to amino 
acid or nucleic acid "homology"). The percent identity between the two sequences is a 
function of the number of identical positions shared by the sequences, taking into 
account the number of gaps, and the length of each gap, which need to be introduced for 

15 optimal alignment of the two sequences. 

The comparison of sequences and determination of percent identity between two 
sequences can be accomplished using a mathematical algorithm. In one embodiment, 
the percent identity between two amino acid sequences is determined using the 
Necdleman and Wunsch*(J. Mol. Biol. 48:444-453 (1970)) algorithm which has been 

20 incorporated into the GAP program in the GCG software package (available at the 

official Accelrys web site), using either a Blossum 62 matrix or a PAM250 matrix, and a 
gap weight of 16, 14, 12, 10, 8, 6, or 4 and a length weight of 1, 2, 3, 4, 5, or 6. In yet 
another embodiment, the percent identity between two nucleotide sequences is 
determined using the GAP program in the GCG software package (available at the 

25 official Accelrys web site), using a NWSgapdna.CMP matrix and a gap weight of 40, 

50, 60, 70, or 80 and a length weight of 1, 2, 3, 4, 5, or 6. One set of parameters (and the 
one that can be used if the practitioner is uncertain about what parameters should be 
applied to determine if a molecule is within a sequence identity or homology limitation 
of the invention) are a Blossum 62 scoring matrix with a gap penalty of 12, a gap extend 

30 penalty of 4, and a frameshift gap penalty of 5. 
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The percent identity between two amino acid or nucleotide sequences can be 
determined using the algorithm of E. Meyers and W. Miller (CABIOS, 4:1 1-17 (1989)) 
which has been incorporated into the ALIGN program (version 2.0), using a PAM120 
weight residue table, a gap length penalty of 12 and a gap penalty of 4. 
5 The nucleic acid and protein sequences described herein can be used as a "query 

sequence" to perform a search against public databases to, for example, identify other 
orthologs, e.g., family members or related sequences. Such searches can be performed 
using the NBLAST and XBLAST programs (version 2.0) of Altschul, et al. J. Mol. Biol. 
215:403-10 (1990). BLAST nucleotide searches can be performed with the NBLAST 

10 program, score = 100, wordlength = 12 to obtain nucleotide sequences homologous to 
known TEF nucleic acid molecules of the invention. BLAST protein searches can be 
performed with the XBLAST program, score = 50, wordlength = 3 to obtain amino acid 
sequences homologous to known TEF protein molecules. To obtain gapped alignments 
for comparison purposes, Gapped BLAST can be utilized as described in Altschul et al., 

15 Nucleic Acids Res. 25:3389-3402 (1997). When utilizing BLAST and Gapped BLAST 
programs, the default parameters of the respective programs (e.g., XBLAST and 
NBLAST) can be used. See the National Center for Biotechnology Information web site 
of the National Institutes of Health. 

Orthologs can also be identified using any other routine method known in the art, 

20 such as screening a cDNA library, e.g., a human cDNA library, using a probe designed to 
identify sequences which are substantially identical to a reference sequence. 

V. Functional Assays 

Functional assays are used to determine the effects of knockdown of a specific 

25 gene, e.g., after depletion of a targeted sequence using siRNA methodology in 

adipocytes. Such assays are particularly useful for determining the effects of specific 
gene knockdown of nucleic acid sequences involved in glucose transport or implicated 
as effectors in diabetes. Such assays are known in the art and some are described herein, 
e.g., as described in Example 1. Such assays include, without limitation, assaying 

30 deoxyglucose uptake or MYC-tagged Glut4 for a glucose translocation assay. 
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A. Cell Based Assays 

In one embodiment, an assay is a cell-based assay in which a cell capable of 
expressing a polypeptide encoded by a gene involved in glucose transport, or 
biologically active portion thereof, is contacted with a test compound and the ability of 
the test compound to modulate the expression of the polypeptide, or biologically active 
portion thereof, is determined. In another embodiment, an assay is a cell-based assay in 
which a cell which expresses a polypeptide encoded by a gene involved in glucose 
transport (or biologically active portions thereof) is contacted with a test compound and 
the ability of the test compound to modulate the activity of the polypeptide (or 
biologically active portions thereof) is determined. The cell, for example, can be of 
mammalian origin or a yeast cell. In a preferred embodiment, the cell is an adipocyte. 
The polypeptides, for example, can be expressed heterologously or native to the cell, 
e.g., the adipocyte. Determining the ability of the test compound to modulate the 
activity of the polypeptide encoded by a gene involved in glucose transport (or 
biologically active portions thereof) can be accomplished by assaying for any one of the 
activities ascribed to such polypeptides as is standardly known in the art, for example, 
the activities of Aktl or Akt2 as described herein (e.g., by assaying for GLUT4 
trafficking). Determining the ability of the test compound to modulate the activity of a 
polypeptide encoded by a gene involved in glucose transport (or biologically active 
portions thereof) can also be accomplished by assaying for the activity of a substrate _ 
target molecule of that polypeptide. In one embodiment, determining the ability of the 
test compound to modulate the activity of a polypeptide encoded by a gene involved in 
glucose transport, or biologically active portion thereof, is accomplished by assaying for 
the ability to bind the substrate target molecule of the polypeptide or biologically active 
portions thereof. In a preferred embodiment, the cell overexpresses the polypeptide 
encoded by a gene involved in glucose transport, or biologically active portion thereof. 

As used herein, the term "bioactive" fragment includes any portion (e.g., a 
segment of contiguous amino acids) of a polypeptide involved in glucose transport 
sufficient to exhibit or exert at least one glucose-transport associated activity including, 
for example, insulin-mediated glucose uptake by a cell. In various embodiments, the 
gene involved in glucose transport may be, for example, Aktl, Akt2, CISK or Myolc. 
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According to the cell-based assays of the present invention, determining the 
ability of the test compound to modulate the activity of the polypeptide involved in 
glucose transport, or biologically active portion thereof, can be determined by assaying 
for a native activity, or an indirect activitiy codincident to the activity of an Akt, CISK 
or Myolc polypeptide, as described herein. For example, the effect of the test 
compound on the ability of an Akt-expressing cell to uptake glucose in an insulin- 
dependent manner can be assayed in the presence of the test compound. It is also 
intended that in preferred embodiments, the cell-based assays of the present invention 
comprise a final step of identifying a test compound as a modulator of insulin response. 



B- High Throughput Assay s 

High-throughput assays that employ targeted gene knockout in adipocytes are 
also useful for testing targets. For example, pools of different siRNAs targeted to 
nucleic acid sequences expressed in adipocytes are transfected into adipocytes using the 
methods described herein. The transfected cells are then tested for perturbation of one 
or more functions (e.g., glucose transport or. GLUT4 translocation). Pools of siRNAs 
demonstrating such perturbations are further divided into smaller pools and the process 
is repeated until the sequence or sequences that are associated with the observed 
perturbation (effect) are identified. This method can also be useful for identifying 
20 effects that require the knockdown of more than one sequence since more than one type 
of siRNA may be taken up by a cell. Such techniques are useful, e.g., for investigations 
related to drug discovery for adipocyte-related diseases such as diabetes and obesity. 
For example, such methods can be used to create libraries of drug targets useful for 
studying functions and disorders associated with adipocytes such as glucose transport 
25 and diabetes. 



VI. Test Compounds 

The test compounds of the present invention can be obtained using any of the 
numerous approaches in combinatorial library methods known in the art, including: 
biological libraries; spatially addressable parallel solid phase or solution phase libraries; 
synthetic library methods requiring deconvolution; the 'one-bead one-compound" library 
method; and synthetic library methods using affinity chromatography selection. The 
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biological library approach is limited to peptide libraries, while the other four 
approaches are applicable to peptide, non-peptide oligomer or small molecule libraries 
of compounds (Lam,K.S. (1997) Anticancer Drug Des. 12:145). 

Examples of methods for the synthesis of molecular libraries can be found in the 

5 art, for example in: DeWitt et al. (1993) Proc. Natl. Acad. Sci. U.S.A. 90:6909; Erb et 
al. (1994) Proc. Natl. Acad. Sci. USA 91:11422; Zuckermarm et al. (1994). J. Med. 
Chem. 37:2678; Cho etal. (1993) Science 261:1303; Carreller«/. (1994) Angew. Chem. 
Int. Ed. Engl. 33:2059; Carell et al. (1994) Angew. Chem. Int. Ed. Engl. 33:2061; and hi 
Gallop et al. (1994) J. Med. Chem. 37:1233. 

o Libraries of compounds may be presented in solution (e.g. , Houghten (1992) 

Biotechniques 13:412-421), or on beads (Lam (1991) Nature 354:82-S4), chips (Fodor 
(1993) Nature 364:555-556), bacteria (Ladner USP 5,223,409), spores (Ladner USP 
•409), plasmids (Cull et al. (1992) Proc Natl Acad Sci USA 89:1865-1869) or on phage 
(Scott and Smith (1990) Science 249:386-390); (Devlin (1990) Science 249:404-406); 

5 (Cwirla et al. (1 990) Proc. Natl. Acad. Sci. 87:6378-6382); (Felici (1 991) J. Mol. Biol. 
222:301-310); (Ladner supra.). 

In a preferred embodiment, the library is a natural product library. 

VII. Pharmaceutical Compositions 

> 0 This invention further pertains to insulin response modulators identified by the 

above-described screening assays. Insulin response modulators identified by the above- 
described screening assays can be tested in an appropriate animal model. For example, 
an insulin response modulator identified as described herein can be used in an animal 
model to determine the efficacy, toxicity, or side effects of treatment with such a 

25 modulator. Alternatively, a modulator identified as described herein can be used in an 
animal model to determine the mechanism of action of such an agent. Furthermore, this 
invention pertains to uses of insulin response modulators identified by the above- 
described screening assays for therapeutic treatments as described infra. 

Accordingly, the insulin response modulators of the present invention can be 

30 incorporated into pharmaceutical compositions suitable for administration. Such 
compositions typically comprise the nucleic acid molecule, protein, antibody, or 
modulatory compound and a pharmaceutically acceptable carrier. As used herein the 
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language "pharmaceutically acceptable carrier" is intended to include any and all 
solvents, dispersion media, coatings, antibacterial and antifungal agents, isotonic and 
absorption delaying agents, and the like, compatible with pharmaceutical administration. 
The use of such media and agents for pharmaceutically active substances is well known 
5 in the art. Except insofar as any conventional media or agent is incompatible with the 
active compound, use thereof in the compositions is contemplated. Supplementary 
active compounds can also be incorporated into the compositions. 

A pharmaceutical composition of the invention is formulated to be compatible 
with its intended route of administration. Examples of routes of administration include 

10 parenteral, e.g., intravenous, intradermal, subcutaneous, oral (e.g., inhalation), 

transdermal (topical), transmucosal, and rectal administration. Solutions or suspensions 
used for parenteral, intradermal, or subcutaneous application can include the following 
components: a sterile diluent such as water for injection, saline solution, fixed oils, 
polyethylene glycols, glycerine, propylene glycol or other synthetic solvents; 

15 antibacterial agents such as benzyl alcohol or methyl parabens; antioxidants such as 
ascorbic acid or sodium bisulfite; chelating agents such as ethylenediaminetetraacetic 
acid; buffers such as acetates, citrates or phosphates and agents for the adjustment of 
tonicity such as sodium chloride or dextrose. pH can be adjusted with acids or bases, 
such as hydrochloric acid or sodium hydroxide. The parenteral preparation can be 

20 enclosed in ampoules, disposable syringes or multiple dose vials made of glass or 
plastic. 

Pharmaceutical compositions suitable for injectable use include sterile aqueous 
solutions (where water soluble) or dispersions and sterile powders for the 
extemporaneous preparation of sterile injectable solutions or dispersion. For intravenous 

25 administration, suitable carriers include physiological saline, bacteriostatic water, 

Cremophor EL™ (BASF, Parsippany, NJ) or phosphate buffered saline (PBS). In all 
cases, the composition must be sterile and should be fluid to the extent that easy 
syringability exists. It must be stable under the conditions of manufacture and storage 
and must be preserved against the contaminating action of microorganisms such as 

30 bacteria and fungi. The carrier can be a solvent or dispersion medium containing, for 
example, water, ethanol, polyol (for example, glycerol, propylene glycol, and liquid 
polyetheylene glycol, and the like), and suitable mixtures thereof. The proper fluidity 
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can be maintained, for example, by the use of a coating such as lecithin, by the 
maintenance of the required particle size in the case of dispersion and by the use of 
surfactants. Prevention of the action of microorganisms can be achieved by various 
antibacterial and antifungal agents, for example, parabens, chlorobutanol, phenol, 
5 ascorbic acid, thimerosal, and the like. In many cases, it will be preferable to include 
isotonic agents, for example, sugars, polyalcohols such as manitol, sorbitol, sodium 
chloride in the composition. Prolonged absorption of the injectable compositions can be 
brought about by including in the composition an agent which delays absorption, for 
example, aluminum monostearate and gelatin. 
1 0 Sterile injectable solutions can be prepared by incorporating the active 

compound in the required amount in an appropriate solvent with one or a combination of 
ingredients enumerated above, as required, followed by filtered sterilization. Generally, 
dispersions are prepared by incorporating the active compound into a sterile vehicle 
which contains a basic dispersion medium and the required other ingredients from those 
enumerated above. In the case of sterile powders for the preparation of sterile injectable 
solutions, the preferred methods of preparation are vacuum drying and freeze-drying 
which yields a powder of the active ingredient plus any additional desired ingredient 
from a previously sterile-filtered solution thereof. 

Oral compositions generally include an inert diluent or an edible carrier. They 
20 can be enclosed in gelatin capsules or compressed into tablets. For the purpose of oral 
therapeutic administration, the active compound can be incorporated with excipients and 
used in the form of tablets, troches, or capsules. Oral compositions can also be prepared 
using a fluid carrier for use as a mouthwash, wherein the compound in the fluid carrier is 
applied orally and swished and expectorated or swallowed. Pharmaceutically 
compatible binding agents, and/or adjuvant materials can be included as part of the 
composition. The tablets, pills, capsules, troches and the like can contain any of the 
following ingredients, or compounds of a similar nature: a binder such as 
microcrystalline cellulose, gum tragacanth or gelatin; an excipient such as starch or 
lactose, a disintegrating agent such as alginic acid, Primogel, or corn starch; a lubricant 
such as magnesium stearate or Sterotes; a glidant such as colloidal silicon dioxide; a 
sweetening agent such as sucrose or saccharin; or a flavoring agent such as peppermint, 
methyl salicylate, or orange flavoring. 
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For administration by inhalation, the compounds are delivered in the form of an 
aerosol spray from pressured container or dispenser which contains a suitable propellant, 
e.g. , a gas such as carbon dioxide, or a nebulizer. 

Systemic administration can also be by transmucosal or transdermal means. For 
5 transmucosal or transdermal administration, penetrants appropriate to the barrier to be 
permeated are used in the formulation. Such penetrants are generally known in the art, 
and include, for example, for transmucosal administration, detergents, bile salts, and 
fusidic acid derivatives. Transmucosal administration can be accomplished through the 
use of nasal sprays or suppositories. For transdermal administration, the active 
10 compounds are formulated into ointments, salves, gels, or creams as generally known in 
the art. 

The compounds can also be prepared in the form of suppositories (e.g., with 
conventional suppository bases such as cocoa butter and other glycerides) or retention 
enemas for rectal delivery. 

15 In one embodiment, the active compounds are prepared with carriers that will 

protect the compound against rapid elimination from the body, such as a controlled 
release formulation, including implants and microencapsulated delivery systems. 
Biodegradable, biocompatible polymers can be used, such as ethylene vinyl acetate, 
polyanhydrides, polyglycolic acid, collagen, polyorthoesters, and polylactic acid. 

20 Methods for preparation of such formulations will be apparent to those skilled in the art. 
The materials can also be obtained commercially from Alza Corporation and Nova 
Pharmaceuticals, Inc. Liposomal suspensions (including liposomes targeted to infected 
cells with monoclonal antibodies to viral antigens) can also be used as pharmaceutically 
acceptable carriers. These can be prepared according to methods known to those skilled 

25 in the art, for example, as described in U.S. Patent No. 4,522,8 1 1 . 

It is especially advantageous to formulate oral or parenteral compositions in 
dosage unit form for ease of administration and uniformity of dosage. Dosage unit form 
as used herein refers to physically discrete units suited as unitary dosages for the subject 
to be treated; each unit containing a predetermined quantity of active compound 

30 calculated to produce the desired therapeutic effect in association with the required 

pharmaceutical carrier. The specification for the dosage unit forms of the invention are 
dictated by and directly dependent on the unique characteristics of the active compound 
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and the particular therapeutic effect to be achieved, and the limitations inherent in the art 
of compounding such an active compound for the treatment of individuals. 

Toxicity and therapeutic efficacy of such compounds can be determined by 
standard pharmaceutical procedures in cell cultures or experimental animals, e.g., for 
5 determining the LD50 (the dose lethal to 50% of the population) and the ED50 (the dose 
therapeutically effective in 50% of the population). The dose ratio between toxic and 
therapeutic effects is the therapeutic index and it can be expressed as the ratio 
LD50/ED50. Compounds which exhibit large therapeutic indices are preferred. While 
compounds that exhibit toxic side effects may be used, care should be taken to design a 

10 delivery system that targets such compounds to the site of affected tissue in order to 
minimize potential damage to uninfected cells and, thereby, reduce side effects. 

The data obtained from the cell culture assays and animal studies can be used in 
formulating a range of dosage for use in humans. The dosage of such compounds lies 
preferably within a range of circulating concentrations that include the ED50 with little 

15 or no toxicity. The dosage may vary within this range depending upon the dosage form 
employed and the route of administration utilized. For any compound used in the 
method of the invention, the therapeutically effective dose can be estimated initially 
from cell culture assays. A dose may be formulated in animal models to achieve a 
circulating plasma concentration range that includes the IC50 (z.e., the concentration of 

20 the test compound which achieves a half-maximal inhibition of symptoms) as 

determined in cell culture. Such information can be used to more accurately determine 
useful doses in humans. Levels in plasma may be measured, for example, by high 
performance liquid chromatography. 

The pharmaceutical compositions can be included in a container, pack, or 

25 dispenser together with instructions for administration. 

VHI. Methods of Treatment 

The present invention also features methods of treatment or therapeutic methods. 
In one embodiment, the invention features a method of treating a subject (e.g., a human 
30 subject in need thereof) with a modulatory compound identified according to the present 
invention, such that a desired therapeutic effect is achieved. In another embodiment, the 
method involves administering to an isolated tissue or cell line from the subject a 
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modulatory compound identified according to the methodology described herein, such 
that a desired therapeutic effect is achieved. In a preferred embodiment, the invention 
features a method of treating a subject having an insulin response disorder, for example, 
reduced insulin sensitivity or insulin resistance or diabetes (e.g., Type H diabetes). The' 
present invention also provides for therapeutic methods of treating a subject having pre- 
diabetes or symptoms thereof, hyperglycemia and/or Type I diabetes. A preferred" 
therapeutic effect is modulation of glucose uptake and/or transport. Desired therapeutic 
effects also include, but are not limited to curing or healing the subject, alleviating, 
relieving, altering or ameliorating a disease or disorder in the subject or at least one 
symptom of said disease or disorder in the subject, or otherwise improving or affecting 
the health of the subject. A preferred aspect of the invention pertains to methods of 
modulating genes identified by the methods provided herein as affecting glucose 
transport, or to known genes which affect glucose transport or insulin responsiveness, 
for therapeutic purposes. 

The modulators identified by the methods disclosed herein may be used in a 
subject to modulate insulin responsiveness, regulate glucose transport, regulate 
gluconeogenesis, regulate glucose homeostasis, and to regulate blood glucose levels. 

The effectiveness of treatment of a subject with an insulin response modulator 
can be accomplished by (i) detecting the level of insulin responsiveness or, alternatively, 
glucose tolerance in the subject prior to treating with an appropriate modulator; (ii) 
detecting the level of insulin responsiveness or, alternatively, glucose tolerance in the 
subject prior post treatment with the modulator; (hi) comparing the levels pre- 
administration and post administration; and (iv) altering the administration of the 
modulator to the subject accordingly. For example, increased administration of the 
modulator may be desirable if the subject continues to demonstrate insensitive insulin 
responsiveness. 

Alternatively, the effectiveness of treatment of a subject with an insulin response 
modulator can be accomplished by (i) detecting the blood glucose or glucose tolerance 
in the subject prior to treating with an appropriate modulator; (ii) detecting the blood 
glucose level or, alternatively, glucose tolerance in the subject prior post treatment with 
the modulator; (iii) comparing the levels pre-administration and post administration; and 
(iv) altering the administration of the modulator to the subject accordingly For 
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example, increased or sustained administration of the modulator may be desirable if the 
subject fails to adequately clear blood glucose. 

IX. Knockout and/or Knockdown Cel ls or Organisms 

A further preferred use for the siRNA molecules of the present invention (or 
vectors or transgenes encoding same) is a functional analysis to be carried out in 
eukaryotic cells, or eukaryotic non-human organisms, preferably mammalian cells or 
organisms and most preferably human cells. By administering a suitable siRNA 
molecules which is sufficiently complementary to a target mRNA sequence to direct 
target-specific RNA interference, a specific knockout or knockdown phenotype can be 
obtained in a target cell, e.g. in cell culture, such as in adipocytes, or in a target 
organism. 

Thus, a further subject matter of the invention is a eukaryotic cell, e.g., an 
adipocyte, or a eukaryotic non-human organism exhibiting a target gene-specific 
knockout or knockdown phenotype comprising a fully or at least partially deficient 
expression of at least one endogeneous target gene wherein said cell or organism is 
transfected (e.g., by electroporation) with at least one vector comprising DNA encoding 
a siRNA molecule capable of inhibiting the expression of the target gene. It should be 
noted that the present invention allows a target-specific knockout or knockdown of 
several different endogeneous genes due to the specificity of the siRNAi. 

Gene-specific knockout or knockdown phenotypes of cells or non-human 
organisms, particularly of human cells or non-human mammals may be used in analytic 
to procedures, e.g. in the functional and/or phenotypical analysis of complex 
physiological processes such as analysis of gene expression profiles and/or proteomes. 
Preferably the analysis is carried out by high throughput methods using oligonucleotide 
based chips. 

Using RNAi based knockout or knockdown technologies, the expression of an 
endogeneous target gene may be inhibited in a target cell or a target organism. The 
endogeneous gene maybe complemented by an exogenous target nucleic acid coding for 
the target protein or a variant or mutated form of the target protein, e.g. a gene or a 
DNA, which may optionally be fused to a further nucleic acid sequence encoding a 
detectable peptide or polypeptide, e.g. an affinity tag, particularly a multiple affinity tag. 

-36- 



WO 2004/053103 



PCT/US2003/039774 



Variants or mutated forms of the target gene differ from the endogeneous target 
gene in that they encode a gene product which differs from the endogeneous gene 
product on the amino acid level by substitutions, insertions and/or deletions of single or 
multiple amino acids. The variants or mutated forms may have the same biological 
5 activity as the endogeneous target gene. On the other hand, the variant or mutated target 
gene may also have a biological activity, which differs from the biological activity of the 
endogeneous target gene, e.g. a partially deleted activity, a completely deleted activity, 
an enhanced activity etc. The complementation may be accomplished by compressing 
the polypeptide encoded by the endogeneous nucleic acid, e.g. a fusion protein 

10 comprising the target protein and the affinity tag and the double stranded RNA molecule 
for knocking out the endogeneous gene in the target cell. This compression may be 
accomplished by using a suitable expression vector expressing both the polypeptide 
encoded by the endogenous nucleic acid, e.g. the tag-modified target protein and the 
double stranded RNA molecule or alternatively by using a combination of expression 

15 vectors. Proteins and protein complexes which are synthesized de novo in the target cell 
will contain the exogenous gene product, e.g., the modified fusion protein. In order to 
avoid suppression of the exogenous gene product by the siRNAi molecule, the 
nucleotide sequence encoding the exogenous nucleic acid may be altered at the DNA 
level (with or without causing mutations on the amino acid level) in the part of the 

20 sequence which so is homologous to the siRNA molecule. Alternatively, the 

endogeneous target gene may be complemented by corresponding nucleotide sequences 
from other species, e.g. from mouse. 

USES 

25 The methods described herein are useful for identifying genes whose expression 

affects adipocyte development or metabolism. Furthermore, by using the methods 
which knock down specific genes, the effects of such knockdown on a cell can be 
characterized as useful in screening for drugs. For example, the desired effects of a drug 
that specifically affects expression or activity of a protein expressed in an adipocyte can 

30 be predicted by examining adipocytes in which the sequence encoding the protein has 
been knocked down. The phenotypes of such cells provide guidance for identifying the 
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characteristics of a drug that is useful for inhibiting expression or activity of the targeted 
gene. 

EXAMPLES 

Example 1 : Materials and Methods 
5 Materials 

Human insulin was obtained from Eli Lilly Co. Goat polyclonal anti-Aktl 
antibody (antigen human Aktl peptide near C terminus, sc-7126), HRP-conjugated 
donkey anti-goat IgG, mouse monoclonal anti-lamin A/C (sc7293), and monoclonal 
anti- GSK3o/# were from Santa Cruz Biotech (Santa Cruz, CA). Rabbit polyclonal anti- 

10 Akt2 antibody (antigen peptide at C terminal of human Akt2) was provided by Dr. 

Morris J. Birnbaum (University of Pennsylvania; see Hill et al., 1999, Mol. Cell. Biol. 
19:7771-7781). Rabbit polyclonal antibody against Acrp30 was from Affinity 
Bioreagents, Inc (Golden, CO) and antibody against nonmuscle myosin IIB was from 
Covance (Richmond, CA). Polyclonal antibodies against phospho-Akt threonine 

15 308/309, phospho-GSK3 afp (ser21/9), and phospho-Erkl/2 were from Cell Signaling 
Technology (Beverly, MA). Fluorescein isothiocyanate (FITC)-conjugated goat anti- 
mouse antibody was from Biosource International (Camarillo, CA). 

Design and Synthesis of siRNA Duplexes 

20 21-mer sense and antisense strands of RNA oligonucleotides were designed as 

described in Elbashir et al., 2001, Nature 41 1 :94. The RNA oligonucleotides were 
synthesized with a nucleic acid synthesizer and protected with 2'- orthoester to prevent 
nuclease degradation followed by purification with anion exchange HPLC at Dharmacon 
Research, Inc. The sense and antisense strands of RNA oligonucleotides were then 2'- 

25 deprotected, annealed, and lyophilized to produce siRNA. The siRNA duplexes were 
desalted by washing with 75% ethanol twice, dried using a Speed- Vac, and the pellets 
were resuspended in nuclease-free water before transfection into cultured cells. 

Cell Culture and Electroporation of 3T3L1 Adipocytes 

30 
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3T3-L1 fibroblasts were grown in DMEM medium supplemented with 10% fetal 
bovine serum, 50 jig/ml streptomycin, and 50 units/ml penicillin. They were 
differentiated into adipocytes as described previously in Harrison et al. (1990 5 J. Biol. 
Chem. 265:20106). 3T3-L1 adipocytes were transfected with siRNA duplexes by 
5 electroporation. Briefly, at day 5 of differentiation the adipocytes were detached from 
culture dishes with 0.25% trypsin and 0.5 mg of collagenase per ml in phosphate- 
buffered saline (PBS), washed twice, and resuspended in PBS. About 5 million cells 
(half of the cells from one pi 50 culture dish) were then mixed with siRNA duplexes that 
were delivered to the cells by a pulse of electroporation with a Bio-Rad Gene Pulser II 

10 system (Bio-Rad Laboratories, Hercules, CA) at a setting of 0.18 kV and 960 piF 
capacitance. The electroporation was carried out using 450 jxl of cells. After 
electroporation, cells were immediately mixed with fresh medium and incubated at 37°C 
for 10 minutes before reseeding onto multiple-well plates designed for the deoxyglucose 
uptake assay, Western blotting, and immunofluorescence microscopic analysis. 

15 Analyses were generally carried out 24 or 48 hours after reseeding. 

Immunofluorescence Microscopy 

To visualize lamin A/C, cells were fixed with 4% formaldehyde and 
permeabilized with PBS containing 1% FBS and 0.5% Triton™ X- 100. Cells were then 

20 incubated with primary mouse anti-rat lamin A/C antibody overnight at 4°C. After 
washing, the cells were incubated with FITC-labeled goat anti-mouse IgG for 30 
minutes at room temperature. After washing, the coverslips were mounted in 90% 
glycerol containing 2.5% DABCO. Fluorescence microscopy was carried out with an 
1X70 inverted microscope (Olympus America, Inc, Melville, NY) with CCD camera 

25 (Roper Scientific, Inc, Trenton, NJ), and Metamorph image processing software 
(Universal Imaging Corp., Downington, PA). 

Western Blotting 

Following experimental treatments, the cells were solubilized in 25 mM Hepes, 
30 pH7.4, 1% NP40, 100 mM NaCl, 5 mM sodium fluoride, 1 mM EDTA, 1 mM sodium 
vanadate, 5 mM sodium pyrophosphate, 1 mM phenylmethylsulfonyl fluoride (PMSF), 
10 ^ig/ml aprotinin, and 5 M-g/ml leupeptin. To detect phosphorylation of Akt 
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threonine308/309, GSK3 a/Q serine21/9, and tyrosine phosphorylation of Erkl/2; 50 jag 
protein from 3T3-L1 adipocyte lysates were resolved with 8% SDS-PAGE and 
electrotransferred to nitrocellulose membranes. The membranes were then incubated 
with anti-phospho-sp'ecific antibodies (1:1000 dilution) overnight at 4°C and then 
incubated in horseradish peroxidase (HRP)-linked anti-rabbit Ig antibodies (1:10,000 
dilution) for 1 hour at room temperature. The membranes were washed with wash 
buffer (PBS pH 7.4, 0.1% Tween 20) for 1 hour at room temperature after incubation 
with each antibody. Finally, the level of serine phosphorylated Akt was detected using 
an ECL™ kit. Aktl was detected with primary goat polyclonal antibody (1:750 dilution) 
and secondary HRP-linked donkey anti-goat antibody (1:10,000 dilution). Primary 
rabbit polyclonal antibodies against Akt2 (1 : 1000 dilution), nonmuscle myosin IIB (0. 1 
ug/ml) and Acrp30 (0.5 ug/ml) were used to detect their antigens using 25 ug protein 
from total cell lysates. To use the same nitrocellulose membrane to detect several 
proteins and phospho-proteins, the blots were incubated with gentle shaking in stripping 
buffer (62.5 mM tris-HCl, pH 6.7, 100 mM 2-mercapotoethanol and 2% SDS) for 30 to 
45 minutes at 60°C and washed for at least 1 hour with wash buffer before reblotting 
with the antibody designed for the next experiment. 

2-Dcoxyglucose Uptake Assay 

Insulin-stimulated glucose transport in 3T3-L1 adipocytes was estimated by 
measuring 2-deoxyglucose uptake. Briefly, siRNA transfected cells were reseeded on 
12-well plates, cultured for 40 hours, and then washed twice with DMEM medium 
before incubation with DMEM medium containing 0.5% bovine serum albumin (BSA) 
for 4 hours at 37°C. Cells were then washed twice with Krebs-Ringer Hepes (KRH) 
buffer (130 mM NaCl, 5 mM KC1, 1.3 mM CaC12, 1.3 mM MgS04, 25 mM Hepes [pH 
7.4]) and further starved for 1.5 hour in KRH buffer supplemented with 0.5% BSA and 2 
mM sodium pyruvate. Cells were then stimulated with insulin for 30 minutes at 37°C. 
Glucose uptake was initiated by addition of [1,2- 3 H] 2-deoxy-7>glucose to a final assay 
concentration of 100 uM for 5 minutes at 37°C. Assays were terminated by four washes 
with ice-cold KRH buffer and the cells were solubilized with 0.4 ml of 1% Triton™ X- 
100, and the amount of tritium uptake was determined by scintillation counting. 
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Nonspecific deoxyglucose uptake was measured in the presence of 20 juM cytochalashi 
B and was subtracted from each determination to obtain specific uptake. 

siRNA-induced degradation ofMyolc 

Either 20 nmol of scrambled or siRNA 6 alone, or 10 nmol each of siRNA 2 and 
siRNA 6 were electroporated into differentiated 3T3-L1 adipocytes. After 
electroporation the cells were reseeded in 24-well plates and allowed to rest for 24 
hours. Glucose uptake was then measured. The fold increase was calculated after 
normalizing the basal uptake in scrambled siRNA-transfected cells to 1 and using that as 
a control. A paired t-test was used to analyze the percentage decrease in 2-deoxyglucose 
uptake in presence of siRNA 6 alone versus siRNA 6 and siRNA2 combined. A portion 
of these cells was analyzed for Myolc, myosin 2b and EHD2 by western blotting. 

Example 2: Introduction of siRNA into Adipocytes 

Initial experiments were performed that demonstrated that conditions developed 
for siRNA-mediated gene silencing in other cells types (Elbashir et al., 200 1, Nature 
41 1 :94) worked well in 3T3-L1 fibroblasts (Fig. IB, right panels), but failed work in 
3T3-L1 adipocytes. Other means of transfection which are effective in other cell types, 
such as Oligofectamine™, showed considerable toxicity towards adipocytes. 

An alternate methodology was developed to apply techniques using siRNA to 
adipocytes. The technique was developed using electroporation of 3T3-L1 adipocytes 
and Cy3-tagged siRNA duplexes targeted to mouse lamin A/C (Fig. 1A; sense and 
antisense strands, SEQ ID NOs: 1 and 2, respectively, targeting mouse lamin A/C of 
SEQ ID NO: 19) using the method described in Example 1 . With this new technique, 
Cy3-siRNA was introduced with virtually 100% efficiency into the cultured adipocytes 
and by 48 hours nearly all cells showed loss of nuclear lamin A/C compared to cells 
transfected with a scrambled Cy3-tagged siRNA species (sense and antisense strands of 
SEQ ID NOs. 3 and 4, respectively) (Fig. IB, left panels). Quantification of these 
results showed that adding 20 nmoles siRNA to a suspension of 5 x 10 6 adipocytes 
resulted in the loss of lamin A/C in about 90% of the adipocytes with no detectable 
toxicity (Fig. 2). These findings provide the basis of a method for reliable and efficient 
gene silencing with low toxicity in insulin-sensitive cultured adipocytes. 
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Virtually all cells in the culture show decreased expression of the protein of 
interest in response to siRNA-directed gene silencing. This differs from the expression 
of cDNA-encoded proteins following transfection of plasmid vectors in adipocytes, 
where in most cases only 1-10% of cells express the heterologous protein. Thus siRNA- 
directed gene silencing using this method is valuable for assessing the role of a selected 
gene product in functions where single cell assays are difficult. One example is insulin- 
stimulated glucose transport. The new method of introducing nucleic acids such as 
siRNAs into adipocytes can also be used, e.g., in conjunction with single cell assays 
such as GLUT4 translocation assessed with the use of myc-tagged GLUT-GFR 

Example 3: Inhibition of Akt Expression 

To further investigate the new method of introducing nucleic acids into 
adipocytes, two siRNA species directed against each of the Akt isoforms Aktl and Akt2 
were tested for their abilities to inhibit expression of these protein kinases in 3T3-L1 
adipocytes (Figs. 3 A-B). Aktl and Akt2 siRNA duplexes were designed according to 
mouse Aktl and Akt2 mRNA sequences obtained from the National Center for 
Biotechnology Information database (accession nos. NM_009652 and U22445, 
respectively) (SEQ ID NOs: 20 and 21, respectively). 

The siRNAs targeted to Aktl were targeted to one of two target sequences in 
Aktl, "akt la" and "aktlb", as set forth in Fig. 2 (5'- 
AACGAUGGCACCUUUAUUGGC; SEQ ID NO: 5 and 5'- 
AACCAGGACCACGAGAAGCUG; SEQ ID NO: 6). The antisense strand of the 
siRNA targeting sequence "aktl a" had the sequence of 5'- 

GCCAAUAAAGGUGCCAUCGdTdT (SEQ ID NO: 9) and the antisense strand of the 
siRNA targeting sequence "aktlb" had the sequence of 5'- 

CAGCUUCUCGUGGUCCUGGdTdT (SEQ ID NO: 10). The siRNAs targeted to Akt2 
were targeted to one of two target sequences in Akt2, "akt2a" and "akt2b" as set forth in 
Fig. 2 (5'-AAACUCCUCGGCAAGGGCACC; SEQ ID NO: 7 and 5'- 
AACCAGGACCACGAGCGCCUC; SEQ ID NO: S). The antisense strand of the 
siRNA targeting sequence "aktl a" had the sequence of 5'- 

GGUGCCCUUGCCGAGGAGUdTdT(SEQ ID NO: 11) and the antisense strand of the 
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siRNA targeting sequence "aktlb" had the sequence of 5'- 
GAGGCGCUCGUGGUCCUGGdTdT (SEQ ID NO: 12). 

The siRNAs targeted to these sequences were introduced into the cells as 
described in Example 1. Each of the Aktl -directed siRNA species inhibited expression 
5 of Aktl protein at both 24 and 48 hours after transfection. One of these (aktlb) directed 
virtually total ablation of Aktl expression by 48 hours, while Akt2 expression was 
unaffected (Figs. 3B, 4 A and B). Similarly, Akt2 expression could be selectively 
attenuated by about 70% after transfection of the siRNA species akt2b, while the akt2a 
siRNA was less effective (Figs. 3B, 4A, and 4B). The aktlb and akt2b siRNA species 

10 that were most effective were targeted to similar regions of the Aktl and Akt2 mRNA 
sequences; sequences that encode amino acids 351-357 and 352-358 in Aktl and Akt2, 
respectively (Fig. 3 A). The selectivity of aktlb versus akt2b siRNAs to silence their 
respective target mRNA species is apparent even though only 4 out of 21 nucleotides are 
different (Fig. 1 A). This demonstrates the specificity of using these siRNAs for 

15 targeting these similar but distinct, sequences. Expression of several other unrelated 

proteins (e.g., myosin Hb shown in Figs. 3, 4A, and 6A, and Acrp30 which is shown in 
Figs. 4A and 6A) were unaffected by aktlb . or akt2b siRNAs, further demonstrating the 
specificity of the method. 

Aktl and Akt2 are phosphorylated and activated by the protein kinase PDK1 at 

20 threonine 308 or 309 in the activation T-loop, and further activation occurs through 
phosphorylation at serine 473 (Aktl) or 474 (Akt2) (Alessi et al., 1997, Curr. Biol. 
7:776; Williams et al., 2001, Curr. Biol. 10:439; Brazil et al, 2001, Trends Biochem. 
Sci. 26:657). The effects of selective loss of Aktl versus Akt2 proteins on insulin- 
stimulated phosphorylation of total threonine 308/309 contained in both proteins were 

25 assessed by Western blotting with an antiphospho-Thr308 antibody. Total loss of Aktl 
protein resulted in only a 10-20% reduction in total Thr308 phosphorylation of Akt 
protein kinases in cultured 3T3-L1 adipocytes, consistent with previous results showing 
Aktl is much less abundant than Akt2 in adipocytes (Hill et al, 1999, Mol. Cell. Biol. 
19:7771; Summers et al., 1999, J. Biol. Chem. 274:23858; Calera et al., 1998, J. Biol. 

30 Chem. 273:7201). In contrast, reduction of Akt2 expression by about 70% caused a 
marked 55-60% decrease in insulin-stimulated threonine phosphorylation of the Akt 
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protein kinases (Fig. 4). Taken together, these data confirm the predominance of Akt2 
over Aktl in insulin-sensitive cultured adipocytes. 

The consequences of the selective attenuation of Aktl or Akt2 expression on a 
downstream target of insulin signaling — glycogen synthase kinase (GSK) 3 (Cross et al., 
1995, Nature 378:785; Cohen et al., 2001, Nat Rev. Mol. Cell. Biol. 2:769) were 
assessed. GSK3o: is thought to be phosphorylated by Akt protein kinases in response to 
the hormone in a dose-dependent manner (Figs. 5A and 5B). In three independent 
experiments, loss of 95% or more of Aktl directed by the aktlb siRNA caused no 
significant attenuation of insulin-mediated GSK3a phosphorylation (Figs. 5 A and 5B), 
although a 10-20% effect may go undetected in these studies. In contrast, attenuation of 
Akt2 expression by about 70% caused about a 40% inhibition of insulin-mediated 
GSK3a phosphorylation (Figs. 5A, 5B, 6A, and 6C). In control studies, no diminution 
of insulin signaling to the MAP kinases Erk-1 and Erk-2 was observed when either Aktl 
or Akt2 were depleted (Fig. 5C and 5D), confirming the specificity of the effect of 
silencing the Akt protein kinases by this method. These data indicate that insulin action 
on GSK3a in cultured adipocytes specifically requires Akt2. Thus, inhibition of 
expression or activity of Akt2 can be used to inhibit insulin-mediated GSK3a 
phosphorylation. 

Applying this same approach to hexose transport regulation, it was found that 
ablation of Aktl expression (Fig. 6A) leads to a small but significant 20-30% decrease in 
insulin-stimulated 2-deoxyglucose uptake in 3T3-L1 adipocytes (Fig. 6B). Akt2 protein 
depletion to about 70% of normal levels dampened the insulin response by 50-58%. 
These data indicate that both Aktl and Akt2 contribute to insulin responsiveness of 
hexose transport in cultured adipocytes roughly in proportion to their contributions to 
total activated Akt in these cells (Fig. 4). The effects were tested of depleting both Aktl 
and Akt2 in 3T3-L1 adipocytes using the combination of aktlb and akt2b siRNA species 
(Figs. 6A and 6C). This combined treatment virtually completely ablated Aktl 
expression and reduced Akt2 expression by over 65% while insulin-stimulated 
phosphorylation of total Akt detected by anti-phospho threonine 308/309 antibody 
decreased by 81% (Fig. 6A). Importantly, insulin-stimulated deoxyglucose uptake was 
inhibited by nearly 80% under these conditions, compared to about 58% when only Akt2 
was depleted (Fig. 6C). Under these conditions, GLUT4 expression was unchanged. 
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These data demonstrate that while Akt2 is the major protein kinase in this 
response, Aktl also can play an important role. Thus, under conditions where insulin- 
stimulated glucose uptake is significantly compromised by partial depletion of Akt2, 
Aktl is required for half of the remaining insulin signal (Fig. 6C). GSK3a 
5 phosphorylation in response to insulin was also inhibited to a greater extent when both 
protein kinases were depleted versus when only Akt2 was reduced (Figs. 6 A and 6C). 

These data also suggest that increasing Aktl or Akt expression or activity is 
useful for stimulating insulin-stimulated glucose uptake, e.g., when Aktl or Akt2 
expression or activity is deficient. This also demonstrates the usefulness of the method 

10 of introducing an siRNA into an adipocyte to identify targets for treatment of adipocyte- 
related disorders such as diabetes. 

The findings presented here show an absolute requirement of Akt protein kinases 
for normal insulin signaling to glucose transport and GSK3a and imply direct 
proportionality of total available Aktl plus Akt2 to the degree of insulin responsiveness 

1 5 (Fig. 6). This conclusion is in keeping with the similar insulin dose response 

relationships observed for activation of total Akt and glucose transport (compare Figs. 
4C and 6B). Progressive loss of Aktl, Akt2, or both leads to a correspondingly 
progressive loss in glucose transport stimulation (Fig. 6). These considerations show 
that Aktl can, in part, replace Akt2 to sustain glucose transport responsiveness. Thus, 

20 methods that increase the expression or activity or Aktl are useful for increasing glucose 
transport responsiveness. 

The effect of combined depletion of both Aktl and Akt2 by siRNA on insulin- 
mediated GLUT4 translocation was next examined in 3T3-L1 adipocytes. 
Cotransfection of myc-GLUT4-EGFP plasmid DNA with the mixture of aktlb and akt2b 

25 siRNAs was perfoimed, and 48 hours later reductions of -90% and 65% of Aktl and 
Akt2 protein levels, respectively, were observed (Fig. 7B). This combined knockdown 
of Aktl and Akt2 proteins resulted in the loss of insulin-stimulated cell surface Myc 
signal (detected by anti-Myc Ab) in -70% of adipocytes transfected with the Myc- 
GLUT4-GFP construct (Figs. 7A and C). Quantifying the ratio of cell surface Myc rim 

30 signal over the total Myc-GLUT4-GFP signal in positive transfected cells revealed that 
loss of both Aktl and Akt2 resulted in a 60% decrease in insulin-stimulated Myc- 
GLUT4-GFP on the cell surface (Fig. 7D). The attenuation of GLUT4 responsiveness is 
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observed at both maximal and submaximal concentrations of insulin (Fig. 7C), whereas 
no significant effect of Akt depletion on GLUT4-translocation in the absence of insulin 
is detected. 

In summary, these data demonstrate the absolute requirement of Akt for insulin 
action on glucose transport. They also demonstrate the effectiveness of the methods for 
introducing nucleic acids, e.g., siRNA, into adipocytes. 

Example 4: Silencing of Insulin Signaling Genes 

Experiments were performed to test whether genes of particular relevance to 
insulin signaling can be silenced with siRNA in cultured adipocytes. 

Western blot analysis of adipocyte lysates was performed following siRNA- 
directed gene silencing of the Akt-related protein kinase CISK. CISK contains a PX 
domain rather than a PH domain at the N terminus, but exhibits about 50% sequence 
identity with Akt in the protein kinase domain. CISK is activated by IGF-1 and EGF in , 
COS cells, and activation of CISK in 3T3-L1 adipocytes can stimulate GLUT4 
translocation. Therefore, the ability to reduce CISK expression by siRNA directed 
against sequences in its open reading frame was tested. In the case of such genes of 
interest several distinct siRNA species are generally prepared for testing. Candidate 
siRNAs directed against CISK were designed using methods known in the art and were 
tested using the method described herein. The experiments demonstrated that two such 
siRNA species targeting CISK were effective for silencing CISK expression. siRNAs 
targeting CISK were synthesized using standard techniques (Dharmacon, Inc.) Both 
siRNA cisk species that were tested were effective at selectively reducing CISK 
expression 48 hours after the transfection. At 24 hours, there was also a significant 
effect, although not as complete as at 48 hours. Transfection of the cultured adipocytes 
with the siRNA against lamin did not cause a reduction in CISK expression compared to 
cells that had not been transfected. 

As another control, Western blotting of a nonrelevant protein, EHD2, which is 
also highly expressed in adipocytes, was performed. Expression of EHD2 showed little 
or no effect of the CISK-directed siRNA transfection. 
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Similarly, several siRNA species against the unconventional myosin Myolc were 
tested. The siRNAs (Dharmacon) were designed to target the following Myolc mRNA 
sequences: scrambled, 5'- CAGUCGCGUUUGCGACUGG (SEQ ID NO: 13); siRNA 
2, 5 5 - AAGGCGUUGUACAGCCGGACAUU (SEQ ID NO: 14); siRNA 6, 5'- 
5 AAGCUUCCAGACAGGGAUCCAUG (SEQ ID NO: 15). The corresponding Myolc 
siRNAs comprised an antisense strand having the following sequences: scrambled, 5'- 
CCAGUCGCAAACGCGACUGdTdT (SEQ ID NO: 16); siRNA 2, 5'- 
UGUCCGGCUGUACAACGCCdTdT (SEQ ID NO: 17); and siRNA 6, 5'- 
UGGAUCCCUGUCUGGAAGCdTdT (SEQ ID NO: IS). 

10 Twenty four hours after transfection, the amounts of Myolc protein decreased 

by about 40% in cells transfected with a combination of two siRNA species and about 
25% in cells transfected with one siRNA species (Figs. 8A, B). Expression of two other 
control proteins, myosin 2b and EHD2, was unaffected (Fig. 8A). Insulin-stimulated 2- 
deoxyglucose uptake in adipocytes transfected with either siRNA 6 or both siRNA 6 and 

15 siRNA2 was significantly inhibited as compared with cells transfected with scrambled 
siRNA at concentrations of both 1 nM and 100 nM insulin. These results indicated that 
siRNA-mediated attenuation of Myolc expression causes a corresponding decrease in 
GLUT4 responsiveness to insulin. 

These data provide additional evidence that siRNA-directed gene silencing can 

20 be used in adipocytes for, e.g., gene discovery to evaluate the functions of proteins in the 
insulin signaling pathway and confirmation of drug targets. 



OTHER EMBODIMENTS 

25 It is to be understood that while the invention has been described in conjunction 

with the detailed description thereof, the foregoing description is intended to illustrate 
and not limit the scope of the invention, which is defined by the scope of the appended 
claims. Other aspects, advantages, and modifications are within the scope of the 
following claims. 
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WHAT IS CLAIMED IS: 

1 . A method of introducing a nucleic acid into an adipocyte, the method comprising: 

(a) contacting an adipocyte having a cell membrane with a nucleic acid molecule, 
thereby forming a mixture; and 

(b) electroporating the mixture under conditions such that the cell membrane 
becomes permeablized; 

such that the nucleic acid is introduced into the adipocyte. 

2. The method of claim 1, wherein the nucleic acid molecule is an siRNA. 

3. The method of claim 1, wherein the electroporation is carried out at between about 

0.05 kV and about 0.5 kV, and at between about 750 pF and about 1150 pF 
capacitance. 

4. The method of claim 1 , wherein the electroporation is carried out at between about 
0.1 kV and about 0.25 kV, and at between about 850 pF and about 1050 pF 
capacitance. 

5. The method of claim 1 , wherein the electroporation is carried out at 0. 1 8 kV and 
960 JliF capacitance. 

6. The method of claim 1, wherein the electroporation is carried out at room 
temperature. 

7. The method of claim 2, wherein the siRNA is targeted to an Aktl or Akt2 nucleic 
acid sequence. 

8. The method of claim 2, wherein the siRNA is targeted to a CISK nucleic acid 
sequence. 
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9. The method of claim 2, wherein the siRNA is targeted to a Myolc nucleic acid 
sequence. 

10. A method of inhibiting Aktl expression or activity in a cell, the method comprising 

(a) introducing into a cell expressing Aktl an siRNA that targets an Aktl sequence 
of SEQ ID NO:5 or SEQ ID NO: 6; 

(b) culturing the cell under conditions such that the siRNA mediates RNAi; 
thereby inhibiting Aktl expression or activity in the cell. 

11. The method of claim 10, wherein the cell is an adipocyte. 

12. Amethod of inhibiting Aktl expression or activity in an adipocyte, the method 
comprising: 

(a) introducing into an adipocyte expressing Aktl an siRNA that targets an Aktl 
sequence of SEQ ID NO:5 or SEQ ID NO: 6, wherein the siRNA is introduced 
according to the method of claim 1; 

(b) culturing the adipocyte under conditions such that the siRNA mediates RNAi; 
thereby inhibiting Aktl expression or activity in the cell. 

13. Amethod of inhibiting Akt2 expression or activity into a cell, the method 
comprising 

(a) introducing into a cell expressing Akt2 an siRNA that targets an Akt2 sequence 
of SEQ ID NO:7 or SEQ ID NO: 8; 

(b) culturing the cell under conditions such that the siRNA mediates RNAi; 
thereby inhibiting Akt2 expression or activity in the cell. 

14. The method of claim 13, wherein the cell is an adipocyte. 
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15. Amethod of inhibiting Akt2 expression or activity in an adipocyte, the method 
comprising: 

(a) introducing into an adipocyte expressing Akt2 an siRNAthat targets an Akt2 
sequence of SEQ ID NO:7 or SEQ ID NO: 8, wherein the siRNA is introduced 
according to the method of claim 1; 

(b) culturing the adipocyte under conditions such that the siRNA mediates RNAi; 
thereby inhibiting Akt2 expression or activity in the cell. 

16. Amethod of inhibiting Myolc expression or activity into a cell, the method 
comprising 

(a) introducing into a cell expressing Myolc an siRNA that targets an Myolc 
sequence of SEQ ID NO:14 or SEQ ID NO: 15; 

(b) culturing the cell under conditions such that the siRNA mediates RNAi; 
thereby inhibiting Myolc expression or activity in the cell. 

17. The method of claim 13, wherein the cell is an adipocyte. 

18. Amethod of inhibiting Myolc expression or activity in an adipocyte, the method 
comprising: 

(a) introducing into an adipocyte expressing Myolc an siRNA that targets an Myolc 
sequence of SEQ ID NO: 14 or SEQ ID NO: 15, wherein the siRNA is introduced 
according to the method of claim 1 ; 1 

(b) culturing the adipocyte under conditions such that the siRNA mediates RNAi; 
thereby inhibiting Myolc expression or activity in the cell. 

19. Amethod of inhibiting insulin-mediated GSK3a phosphorylation, the method 
comprising contacting an insulin-sensitive cell with an agent that inhibits Akt2 
expression or activity, such that insulin-mediated GSK3a phosphorylation is 
inhibited. 

20. The method of claim 19, wherein the agent is an siRNA targeted to Akt2. 
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21. The method of claim 20, wherein the siRNA targets an Akt2 sequence of SEQ ID 
NO: 7 or SEQ ID NO: 8. 

22. A method of inhibiting hexose transport, the method comprising contacting a cell 
that can conduct hexose transport with an agent that specifically inhibits expression 
or activity of Aktl , Akt2, or both, such that hexose transport is inhibited. 

23. The method of claim 22, wherein the agent specifically inhibits expression or 
activity of Aktl or Akt2 and hexose transport is partially inhibited. 

24. The method of claim 22, wherein the agent is a siRNA specifically targeted to Aktl, 
Akt2, or both. 

25. The method of claim 24, wherein the siRNA targeting Akt2 targets a sequence of 
SEQ ID NO: 7 or SEQ ID NO: 8. 

26. The method of claim 24, wherein the siRNA targeting Aktl targets a sequence of 
SEQ ID NO: 5 or SEQ ID NO: 6. 

27. A method of identifying a gene that affects glucose transport, the method 
comprising: 

(a) introducing into an adipocyte an siRNA targeted against the gene using the 
method of claim 1; 

(b) culturing the cell under conditions suitable for expression of the targeted gene; 

(c) assaying glucose transport in the cell, wherein a reduction in glucose transport 
indicates that the targeted gene affects glucose transport; 

thereby identifying a gene that affects glucose transport. 

28. A method for identifying an insulin response modulator, comprising: 

(a) contacting a cell expressing a protein that affects glucose transport with a test 
compound, wherein the protein is encoded by a gene identified according to the 
method of claim 27, and 
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(b) determining the ability of the test compound to modulate an activity of the 
protein, such that the insulin response modulator is identified. 

29. A method for identifying an insulin response modulator, comprising: 

(a) contacting a cell expressing a protein that affects glucose transport with a test 
compound, wherein the protein is encoded by a gene identified according to the 
method of claim 27, and 

(b) determining the ability of the test compound to modulate expression of the 
protein, such that the insulin response modulator is identified. 

30. The method of claim 28 or 29, wherein the modulator is a positive modulator. 

3 1 . The method of claim 28 or 29, wherein the modulator is a negative modulator. 

32. A modulator identified by the method of claim 28 or 29. 

33. A pharmaceutical composition comprising the modulator of claim 32. 

34. A method of regulating glucose homeostasis in a subject comprising administering to 
the subject an insulin response modulator of claim 32. 

35. A method of regulating blood glucose levels in a subject comprising administering to 
the subject an insulin response modulator of claim 32. 

36. A method of treating an insulin response disease or disorder comprising 
administering the pharmaceutical composition of claim 33. 

37. The method of claim 36, wherein the disease or disorder is selected from the group 
consisting of Type II diabetes, insulin resistance and obesity. 
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SEQUENCE LISTING 
<110> University of Massachusetts et al . 

<120> METHOD OF INTRODUCING. siRNA INTO 
ADIPOCYTES 

<130> UMY-055PC 

<150> 60/432427 
<151> 2002-12-11 

' <160> 141 
<17 0> FastSEQ for Windows Version 4.0 

<210> 1 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> si RNA 

<221> misc_feature 

<222> 20, 21 

<223> n = Deoxythymidine 

<400> 1 

ggaggagcuu gacuuccagn n 

<210> 2 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> si RNA 

<221> mis cofeature 
<222> 20, 21 

<223> n = Deoxythymidine 
<400> 2 

cuggaaguca agcuccuccn n 

<210> 3 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> si RNA 

<221> misc_feature 
<222> 20, 21 

<223> n = Deoxythymidine 
<400> 3 

cagucgcguu ugcgacuggn n 
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<210> 4 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> si RNA 

<221> misc_feature 
<222> 20, 21 

<223> n = Deoxythymidine 
<400> 4 

ccagucgcaa acgcgacugn n 21 

<210> 5 

<211> 21 

<212> RNA 

<213> Mus mus cuius 



<210> 6 

<211> 21 

<212> RNA 

<213> Mus mus cuius 

<400> 6 

aaccaggacc acgagaagcu g 21 

<210> 7 

<211> 21 

<212> RNA 

<213> Mus musculus 



<210> 8 

<211> 21 

<212> RNA 

<213> Mus musculus 

<400> 8 

aaccaggacc acgagcgccu c 21 

<210> 9 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> si RNA 

<221> misc_feature 

<222> 20, 21 

<223> n = Deoxythymidine 



<400> 5 



aacgauggca ccuuuauugg c 



21 



<400> 7 

aaacuccucg gcaagggcac c 



21 
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<400> 9 

gccaauaaag gugccaucgn n 

<210> 10 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> si RNA 

<221> misc_feature 

<222> 20, 21 

<223> n = Deoxythymidine 

<400> 10 

cagcuucucg ugguccuggn n 

<210> 11 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> siRNA 

<221> misc_feature 

<222> 20, 21 

<223> n = Deoxythymidine 

<400> 11 

ggugcccuug ccgaggagun n 

<210> 12 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> si RNA 

<221> misc_feature 

<222> 20, 21 

<22 3> n = Deoxythymidine 

<400> 12 

gaggcgcucg ugguccuggn n 

<210> 13 

<211> 19 

<212> RNA 

<213> Mus musculus 

<400> 13 

cagucgcguu ugcgacugg 

<210> 14 

<211> 23 

<212> RNA 

<213> Mus musculus 
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<4 00> 14 

aaggcguugu acagccggac auu 

<210> 15 

<211> 23 

<212> RNA 

<213> Mus musculus 

<400> 15 

aagcuuccag acagggaucc aug 

<210> 16 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<223> siRNA 

<221> misc_feature 
<222> 20, 21 

<22 3> n = Deoxythymiciine 
<400> 16 

ccagucgcaa acgcgacugn n 

<210> 17 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<220> 

<22 3> siRNA 

<22i> misc_feature 
<222> 20, 21 

<22 3> n » Deoxy thymidine 
<400> 17 

uguccggcug uacaacgccn n 

<210> IB 
<211> 21 
<212> RNA 

<213> Artificial Sequence 
<22C> 

<223> siRNA 



23 



23 



21 



21 



<221> misc_f eature 
<222> 20, 21 

<223> n = Deoxythymidine 
<400> 18 

uggaucccug ucuggaagcn n 

<210> 19 

<211> 2354 

<212> DNA 

<2i3> Mus musculus 



21 
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ccacgcctgc'caggagcgag cttcgccggc tcgctgtccc cctgagcagc ctctgtcctt 60 
ctgtccaagt cccgcgecct tctcgggacc cctgcccagc gggcagcact gtcaccctgc 120 
cggccatgga gaccccgtca cagcggcgcg ccacccgcag tggggcgcag ^cagctcta 180 
ccccactgtc gcccactcgg atcacccggc tgcaggagaa ggaggacctg "ggagctca 240 
atgaccgcct ggccgtgtac atcgatcgcg tgcgttccct ggagaccgag aacgcggggc 300 
Jgcgccttcg catcactgag tctgaagagg tggtcagccg agaggtgtcc ggcatcaagg 360 
cqqSctacga ggccgagctg ggggatgccc gcaagaccct tgattctgtg gccaaggagc 420 
gcgcccgcc? ccagctagag ctgagcaaag tgcgtgagga gttcaaggag ctgaaggctc 480 
gcaacaccaa gaaggagggg gacttgttgg ctgcgcaggc ccggctcaag ^ctcgagg 540 
ctcttctcaa ctccaaggaa gctgccctga gcactgctct cagtgagaag cgcacattgg 600 
agggcgagct ccatgacctg cgggggcagg tagccaagct tgaggcggcc ctgggagagg 660 
ctHgUgca gcttcaggat gagatgctga ggcgagtgga tgctgagaac aggctacaga 720 
cgctgaagga ggagcttgac ttccagaaga acatttacag cgaggaactg cgtgagacca 780 
agcgccggca ?gagacg C gg cttgtggaga tcgataacgg gaagcagcga W«tgaga 840 
gccggctggc agatgccctg caggagctgc gggctcagca tgaggaccag S^ggaacagt 900 
ataagaagga gctagaaaag acatactccg ccaagctgga taatgccagg ^gtctgctg 960 
agaggaacag caacctcgtg ggggctgccc atgaggaact gcagcagtct ^gaatccgca 1020 
t?glcagcc? ctcggcccag ctcagccagc tccaaaagca gttggcagcc ^aggaggcaa 1080 
agctgcgtga cctggaggac tcgctggccc gtgagcgcga taccagccgg cgcctgctgg 1140 
ctgaqaaaga gcgagagatg gcggagatgc gggcgaggat gcagcagcag ctggacgagt 1200 
acca^gagct gc?ggacatc aagctggcoc tggacatgga gatccatgcc tatcgaaagc 1260 
tgSggaggg cgaggaggag aggctgcgcc tgtcccccag ccctacctcg "gcgcagcc 1320 
gtggccgcgc ctcctcccac tcatcccagt ctcagggtgg aggcagcgtc accaaaaagc 1380 
gcalgctgga gtcttccgag agccggagca gcttctcgca gcatgctcgc actagcgggc 1440 
gtgt|gcggt agaggaagtc gatgaagagg gaaagttcgt gcggctgcgc aacaagtcc 1500 
acgaggacL giccatgggc aactggcaga tcaggcgtca gaatggtgac ^atcctttga 1560 
tglcSatcg cttcccaccg aagttcaccc taaaggctgg gcaggtggtg acgatctggg 1620 
cttcaggagc tggggccacc catagccccc ctactgactt ggtgtggaag gcgcagaaca 1680 
cctggggc?g tgggagcagc cttcgcaccg ctctcatcaa ctccactgga gaagaagtgg 1740 
cca?g?gcaa gc?gg?gcgc tcactgacca tggttgagga caatgaggat gacgacgagg 1800 
atggagaaga gctcctccat caccaccgtg gttcccactg cagcggctcg ggggaccccg 1860 
ctSgLcaa cctgcgctca cgcaccgtgc tgtgcgggac gtgtgggcag cctgctgaca 1920 
aggctgccgg tggagcggga gcccaggtgg gcggatccat ctcctctggc tcttctgcct 1980 
ccagtgtcSc ag?cactcga agcttccgca gtgtgggggg cagtgggggt OTcagcttcg 2040 
ggglcaacct agtcacccgc tcctacctcc tgggcaactc cagtccccgg agccagagct 2100 
cccagaactg cagcatcatg taatctggga cctgccaggc agggctgggg g^gaggcca 2160 
cctgctcccc cctcaccaca tgccacctcc tgtctgctcc ttaggagagc aggcctgaag 2220 
ccaaagaaaa atttatcccc tgcctttggt tttttttttt tttcttctat tttttttttc 2280 
tttttctaag agaagttatt ttctacagtg gttttatact gaaggaaaaa ctoaagcaaa 2340 



aaaaaaaaaa aaaa 

<210> 20 

<211> 2626 

<212> DNA 

<213> Mus musculus 



<400> 20 

ccgggaccag cggacggacc gagcagcgtc 
ggccagcagc gcgcgcccgg acgccgctgc 
cgggatgcgg agcggcgggc gcccgaggcc 
cggcggcccg acgctgcggc caggccggct 
catcatccct gggttacccc tgtctctggg 
tgtgaaggag ggctggctgc acaaacgagg 
cttcctcctc aagaacgatg gcacctttat 
tcagcgagag tccccactca acaacttctc 
gcggccaagg cccaacacct ttatcatccg 
caccttccat gtggaaacgc ctgaggagcg 
ggccgatgga ctcaagaggc aggaagaaga 
tgacaactca ggggctgaag agatggaggt 



ctgcggccgg caccgcggcg gcccagatcc 60 
cttcagccgg ccccgcccag cgcccgcccg 120 
gcggcccggc taggcccagt cgcccgcacg 180 
gggctcagcc taccgagaag agactctgat 24 0 
ggccacggat accatgaacg acgtagccat 300 
ggaatatatt aaaacctggc ggccacgcta 360 
tggctacaag gaacggcctc aggatgtgga 420 
agtggcacaa tgccagctga tgaagacaga 480 
ctgcctgcag tggaccacag tcattgagcg 54 0 
ggaagaatgg gccaccgcca ttcagactgt 600 
gacgatggac ttccgatcag gctcacccag 660 
gtccctggcc aagcccaagc accgtgtgac 720 
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catgaacgag tttgagtacc tgaaactact 
ggtgaaagag aaggccacag gccgctacta 
cgtcgccaag gatgaggttg cccacacgct 
gcatcccttc cttacggccc tcaagtactc 
catggagtat gccaacgggg gcgagctctt 
cgaggaccgg gcccgcttct atggtgcgga 
cgagaagaac gtggtgtacc gggacctgaa 
gcacatcaag ataacggact tcgggctgtg 
gaagacattc tgcggaacgc cggagtacct 
cggccgtgca gtggactggt gggggctggg 
cctgcccttc tacaaccagg accacgagaa 
ccgcttcccg cgcacactcg gccctgaggc 
ggaccctaca cagaggctcg gtgggggctc 
gttctttgcc aacatcgtgt ggcaggatgt 
gccccaggtc acctctgaga ctgacaccag 
gatcaccatc acgccgcctg atcaagatga 
gccgcacttc ccccagttct cctactcagc 
gctggcagct ccacgctcct ctgcattgcc 
acctgatgtt ttgtttctcg gatgcgctgg 
ggaggatgtt tctactgtgg gcagcagcct 
cctggggttt ttcttaattt atttcatcca 
cagaacaatt agattcatgt agaaaactat 
gctcatgggt ctgggtgggt cccgtcactg 
cctgtctcta gggtccaggg ccaaagtcca 
gtatgctaac tggccctctc cctctgggcg 
gctggatggg atggccaggg ctcaagtgag 
gctgtgtccc atgctgttca gagacattta 
cctgccctcc cgctcctgcg tggtggctct 
gtgagccctc tcctagcact tgtcctttta 
ctggcctgtc ccctcccgcc agacgctggc 
ttcagcttca gcatttttac tattataata 
tgcttttcaa gcttgaaaaa aaaaaaaaaa 

<210> 21 

<211> 1741 

<212> DNA 

<213> Mus musculus 

<40O> 21 

cggctcgcgc cgccgccagc actgccgccg 
ggaacgagct cagcgtggcg atgggcgggg 
gccggtgaca gacgatactg tatccgagga 
actcaagcta ggtgacagcg tgtgaatgct 
gaaggctggc tccacaaacg tggtgaatac 
ctgaagagtg atggatcttt cattgggtat 
ttaccccccc tgaacaattt ctctgtagca 
cgacccaaca cctttgtcat acgctgcctg 
catgtagact ctccagatga gagggaagag 
agtctgaagc agcggggccc aggtgaggac 
gactcttcca catctgagat gatggaggta 
atgaatgact tcgattatct caaactcctc 
gttcgagaga aggccactgg ccgctattat 
attgcaaagg atgaagtcgc ccacacagtc 
caccccttcc ttacagccct caagtatgcc 
atggagtatg ccaacggggg tgagctgttt 
gaggatcggg cgcgctttta tggagcagag 
agagatgtgg tgtaccgtga catcaagctg 
atcaagatca ctgactttgg cttgtgcaaa 
accttctgtg gtaccccgga gtacttggcg 
cgagcagtgg actggtgggg gctgggtgtg 
ccattctaca accaggacca cgagcgcctc 



gggcaagggc acctttggga aagtgattct 780 
tgccatgaag atcctcaaga aggaggtcat 840 
tactgagaac cgtgtcctgc agaactctag 900 
attccagacc cacgaccgcc tctgctttgt 960 
cttccacctg tctcgagagc gcgtgttctc 1020 
gattgtgtct gccctggact acttgcactc 1080 
gctggagaac ctcatgctgg acaaggacgg 1140 
caaggagggg atcaaggatg gtgccactat 1200 
ggcccctgag gtgctggagg acaacgacta 12 60 
cgtggtcatg tatgagatga tgtgtggccg 1320 
gctgttcgag ctgatcctca tggaggagat 1380 
caagtccctg ctctccgggc tgctcaagaa 1440 
tgaggatgcc aaggagatca tgcagcaccg 1500 
gtatgagaag aagctgagcc cacctttcaa 1560 
gtatttcgat gaggagttca cagctcagat 1620 
cagcatggag tgtgtggaca gtgagcggag 168 0 
cagtggcaca gcctgaggcc tggggcagcg 1740 
gagtccagaa gccccgcatg gatcatctga 1800 
ggaggaacct tgccagcctc caggaccagg 1860 
acctcccagc caggtcagga ggaaaactat 1920 
gtttgagacc acacatgtgg cctcagtgcc 1980 
taaggactga cgcgaccatg tgcaatgtgg 204 0 
cccccattgg cctgtccacc ctggccgcca 2100 
gcaagaaggc accagaagca cctccctgtg 2160 
gggagaggtc acagctgctt cagccctagg 2220 
gttgacagag gaacaagaat ccagtttgtt 2280 
ggggatttta atcttggtga caggagagcc 234 0 
tagcgggtac cctgggagcg cctgcctcac 2400 
gatgctttcc ctctcccgct gtccgtcacc 24 60 
cattgctgca ccatgtcgtt ttttacaaca 2520 
agaaactgtc cctccaaatt caataaaaat 2580 
aaaaaaaaaa aaaaaa 2626 



ttgctgccgc cagttcataa ataaggagcg 60 
gtagagcccg gccggagagg ctgggcggcc 120 
gcctcctgca tgtcctgctg ccctgagctc 180 
gccaccatga atgaggtatc tgtcatcaaa 24 0 
atcaagacct ggaggccacg gtacttcctt 300 
aaggagaggc ccgaggcccc tgaccagacc 360 
gaatgccagc tgatgaagac tgagaggcca 420 
cagtggacca cagtcatcga gaggaccttc 480 
tggatgcggg ctatccagat ggtcgccaac 54 0 
gccatggatt acaagtgtgg ctcccccagt 600 
gctgtcaaca aggcacgggc caaagtgacc 660 
ggcaagggca ccttcggcaa ggtcattctg 720 
gccatgaaga tcctgcgcaa ggaggtcatc 780 
acagagagcc gggttctgca gaataccagg 84 0 
ttccagaccc atgaccgcct atgctttgtg 900 
ttccacctct ctcgggagcg agtcttcacg 960 
attgtgtcag ctctggagta tttgcactcg 1020 
gaaaacctta tgttggacaa agatggccac 1080 
gagggcatca gtgatggagc caccatgaaa 1140 
cctgaggtgc tagaggacaa tgactatggg 1200 
gtcatgtatg agatgatgtg tggccgcctg 1260 
tttgagctca ttcttatgga ggagatccgc 1320 
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ttcccgcgca cactcgggcc agaggccaag tccctgctgg ctggactgct gaagaaggac 1380 
ccaaagcaga ggctcggcgg aggtcccagt gatgcgaagg aggtcatgga gcatagattc 1440 
ttcctcagca tcaactggca ggacgtggta cagaaaaagc tcctgccacc cttcaaacct 1500 
caggtcactt cagaagtgga cacaaggtac tttgatgacg agttcaccgc ccagtccatc 1560 
acaatcacac ccccagaccg atatgacagc ctggacccgc tggaactgga ccagcggacg 1620 
cacttccccc agttctccta ctcagccagc atccgagagt gagcagccct ctgccaccac 1680 
aggacacaag catggccgtc atccactgcc tgggtggctt tttaaaaaaa aaaaaaaaaa 1740 

g 

<210> 22 

<211> 2610 

<212> DNA 

<213> Homo sapiens 

<400> 22 

atcctgggac agggcacagg gccatctgtc accaggggct tagggaaggc cgagccagcc 60 
tgggtcaaag aagtcaaagg ggctgcctgg aggaggcagc ctgtcagctg gtgcatcaga 120 
qgctgtggcc aggccagctg ggctcgggga gcgccagcct gagaggagcg cgtgagcgtc 180 
gcgggagcct cgggcaccat gagcgacgtg gctattgtga aggagggttg gctgcacaaa 24 0 
cgaggggagt acatcaagac ctggcggcca cgctacttcc tcctcaagaa tgatggcacc 300 
ttcattggct acaaggagcg gccgcaggat gtggaccaac gtgaggctcc cctcaacaac 360 
ttctctgtgg cgcagtgcca gctgatgaag acggagcggc cccggcccaa caccttcatc 420 
atccgctgcc tgcagtggac cactgtcatc gaacgcacct tccatgtgga gactcctgag 4 80 
gagcgggagg agtggacaac cgccatccag actgtggctg acggcctcaa gaagcaggag 54 0 
gaggaggaga tggacttccg gtcgggctca cccagtgaca actcaggggc tgaagagatg 600 
gaggtgtccc tggccaagcc caagcaccgc gtgaccatga acgagtttga gtacctgaag 660 
ctgctgggca agggcacttt cggcaaggtg atcctggtga aggagaaggc cacaggccgc 720 
tactacgcca tgaagatcct caagaaggaa gtcatcgtgg ccaaggacga ggtggcccac 780 
acactcaccg agaaccgcgt cctgcagaac tccaggcacc ccttcctcac agccctgaag 8 40 
tactctttcc agacccacga ccgcctctgc tttgtcatgg agtacgccaa cgggggcgag 900 
ctgttcttcc acctgtcccg ggaacgtgtg ttctccgagg accgggcccg cttctatggc 960 
gctgagattg tgtcagccct ggactacctg cactcggaga agaacgtggt gtaccgggac 1020 
ctcaagctgg agaacctcat gctggacaag gacgggcaca ttaagatcac agacttcggg 1080 
ctgtgcaagg aggggatcaa ggacggtgcc accatgaaga ccttttgcgg cacacctgag 114 0 
tacctggccc ccgaggtgct ggaggacaat gactacggcc gtgcagtgga ctggtggggg 1200 
ctgggcgtgg tcatgtacga gatgatgtgc ggtcgcctgc ccttctacaa ccaggaccat 1260 
gagaagcttt ttgagctcat cctcatggag gagatccgct tcccgcgcac gcttggtccc 1320 
gaggccaagt ccttgctttc agggctgctc aagaaggacc ccaagcagag gcttggcggg 1380 
ggctccgagg acgccaagga gatcatgcag catcgcttct ttgccggtat cgtgtggcag 14 40 
cacgtgtacg agaagaagct cagcccaccc ttcaagcccc aggtcacgtc ggagactgac 1500 
accaggtatt ttgatgagga gttcacggcc cagatgatca ccatcacacc acctgaccaa 15 60 
gatgacagca tggagtgtgt ggacagcgag cgcaggcccc acttccccca gttctcctac 1620 
tcggccagca gcacggcctg aggcggcggt ggactgcgct ggacgatagc ttggagggat 1680 
ggagaggcgg cctcgtgcca tgatctgtat ttaatggttt ttatttctcg ggtgcatttg 17 4 0 
agagaagcca cgctgtcctc tcgagcccag atggaaagac gtttttgtgc tgtgggcagc 1800 
accctccccc gcagcggggt agggaagaaa actatcctgc gggttttaat ttatttcatc 18 60 
cagtttgttc tccgggtgtg gcctcagccc tcagaacaat ccgattcacg tagggaaatg 1920 
ttaaggactt ctacagctat gcgcaatgtg gcattggggg gccgggcagg tcctgcccat 1980 
gtgtcccctc actctgtcag ccagccgccc tgggctgtct gtcaccagct atctgtcatc 2040 
tctctggggc cctgggcctc agttcaacct ggtggcacca gatgcaacct cactatggta 2100 
tgctggccag caccctctcc tgggggtggc aggcacacag cagcccccca gcactaaggc 2160 
• cgtgtctctg aggacgtcat cggaggctgg gcccctggga tgggaccagg gatgggggat 2220 
gggccagggt ttacccagtg ggacagagga gcaaggttta aatttgttat tgtgtattat 2280 
gttgttcaaa tgcattttgg gggtttttaa tctttgtgac aggaaagccc tcccccttcc 2340 
ccttctgtgt cacagttctt ggtgactgtc ccaccggagc ctccccctca gatgatctct 24 00 
ccacggtagc acttgacctt ttcgacgctt aacctttccg ctgtcgcccc aggccctccc 24 60 
tgactccctg tgggggtggc catccctggg cccctccacg cctcctggcc agacgctgcc 2520 
gctgccgctg caccacggcg tttttttaca acattcaact ttagtatttt tactattata 2580 
atataatatg gaaccttccc tccaaattct 2610 
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<210> 23 

<211> 1715 

<212> DNA 

<213> Homo sapiens 

<400> 23 

gaattccagc ggcggcgccg ttgccgctgc cgggaaacac aaggaaaggg aaccagcgca 60 
gcgtggcgat gggcgggggt agagccccgc cggagaggct gggcggctgc cggtgacaga 120 
ctgtgccctg tccacggtgc ctcctgcatg tcctgctgcc ctgagctgtc ccgagctagg 180 
tgacagcgta ccacgctgcc accatgaatg aggtgtctgt catcaaagaa ggctggctcc 24 0 
acaagcgtgg tgaatacatc aagacctgga ggccacggta cttcctgctg aagagcgacg 300 
gctccttcat tgggtacaag gagaggcccg aggcccctga tcagactcta ccccccttaa 360 
acaacttctc cgtagcagaa tgccagctga tgaagaccga gaggccgcga cccaacacct 420 
ttgtcatacg ctgcctgcag tggaccacag tcatcgagag gaccttccac gtggattctc 480 
cagacgagag ggaggagtgg atgcgggcca tccagatggt cgccaacagc ctcaagcagc 54 0 
gggccccagg cgaggacccc atggactaca agtgtggctc ccccagtgac tcctccacga 600 
ctgaggagat ggaagtggcg gtcagcaagg cacgggctaa agtgaccatg aatgacttcg 660 
actatctcaa actccttggc aagggaacct ttggcaaagt catcctggtg cgggagaagg 720 
ccactggccg ctactacgcc atgaagatcc tgcgaaagga agtcatcatt gccaaggatg 780 
aagtcgctca cacagtcacc gagagccggg tcctccagaa caccaggcac ccgttcctca 840 
ctgcgctgaa gtatgccttc cagacccacg accgoctgtg ctttgtgatg gagtatgcca 900 
acgggggtga gctgttcttc cacctgtccc gggagcgtgt cttcacagag gagcgggccc 960 
ggttttatgg tgcagagatt gtctcggctc ttgagtactt gcactcgcgg gacgtggtat 1020 
accgcgacat caagctggaa aacctcatgc tggacaaaga tggccacatc aagatcactg 1080 
actttggcct ctgcaaagag ggcatcagtg acggggccac catgaaaacc ttctgtggga 114 0 
ccccggagta cctggcgcct gaggtgctgg aggacaatga ctatggccgg gccgtggact 1200 
ggtgggggct gggtgtggtc atgtacgaga tgatgtgcgg ccgcctgccc ttctacaacc 1260 
aggaccacga gcgcctcttc gagctcatcc tcatggaaga gatccgcttc ccgcgcacgc 1320 
tcagccccga ggccaagtcc ctgcttgctg ggctgcttaa gaaggacccc aagcagaggc 1380 
ttggtggggg gcccagcgat gccaaggagg tcatggagca caggttcttc ctcagcatca 144 0 
actg-gcagga cgtggtccag aagaagctcc tgccaccctt caaacctcag gtcacgtccg 1500 
aggtcgacac aaggtacttc gatgatgaat ttaccgccca gtccatcaca atcacacccc 1560 
ctgaccgcta tgacagcctg ggcttactgg agctggacca gcggacccac ttcccccagt 1620 
tctcctactc ggccagcatc cgcgagtgag cagtctgccc acgcagagga cgcacgctcg 1680 
ctgccatcac cgctgggtgg ttttttaccc ctgcc " " ~ 1715 

<210> 24 

<211> 1803 

<212> DNA 

<213> Mus musculus 

<400> 24 

ccttcggaag acttattttt ggggctccgc gcccgggcgc ccggacgccg cacagccggt 60 
gctggagact gaattcgggg cttcacagga gtgaataagc actgtgccag tgagctttgt 120 
tgccagtcct ggaacactgt tcttcaccgg caggagagtg gaaggggttc catgatggag 180 
tttgaacatt acctcaagag gtttcatatt ttggatttgt gaattatatt taccctctgc 24 0 
tgagaacttt gaaacttcag actcaatttc tgtccttcaa gacattaaat gcagagggat 300 
tgtatcatgg actacaagga gagctgccca agtgtaagca ttcccagctc tgacgaacac 360 
agagagaaaa agaagaggtt cacggtttat aaagttctgg tctctgtggg cagaagcgag 420 
tggtttgtct tcaggagata cgcagagttt gacaaacttt acaattcttt aaagaagcag 480 
TJ^t g tl a tg 9 ctct 9 aa gattcctgcc aagagaatat ttggtgataa ttttgatcca 540 
gattttatta aacaaagaag agcaggattg aatgagttca ttcagaactt ggtcagatat 600 
ccagagcttt acaaccatcc agatgtccga gcattccttc aaatggacag cccaagacat 660 
cagtcagatc catctgaaga tgaggatgaa agaagtactt cgaagccaca ttctacctca 720 
cggaacatca acctgggacc aactggaaat cctcatgcta aaccaactga cttcgatttt 780 
ttaaaagtta ttggaaaggg cagctttggc aaggttcttc ttgcaaaacg gaaactggat 840 
ggaaaatttt atgctgtcaa agtgttacag aaaaaaatag ttctcaacag aaaagagcaa 900 
aaacatatta tggctgaacg caatgtgctc ttgaaaaatg tgaagcaccc atttttggtt 960 
ggattgcact attctttcca aacaactgaa aagctttatt ttgttctgga ttttgttaat 1020 
ggaggggagc tcttctttca cctccaaagg gaaaggtctt ttcctgaacc cagagcgagg 1080 
ttttatgccg cggagatcgc cagtgccttg ggctacctgc actccatcaa aatagtgtac 1140 



3NSDOCID: <WO 2004OB3103A? ) > 



WO 2004/053103 



PCT/US2003/039774 



agagacttga 
tttggacttt 
ccagagtacc 
tggtgcctgg 
gatgttgctg 
agtctcaccg 
ggtgccaaag 
actgacctcg 
gatatcagaa 
tcttctgact 
ttttcttacg 
aat 



agccagaaaa 
gcaaagaagg 
ttgcacctga 
gcgctgttct 
aaatgtatga 
cctggtccat 
aagactttct 
tacaaaaaaa 
actttgatgc 
attccatcgt 
cccctccttc 



tattcttttg 
aatcgctatt 
agtaatcaga 
gtatgagatg 
caatattctt 
tctggaagaa 
tgaaatccag 
gattccacct 
cgtcttcact 
gaatgccagt 
ggaagactta 



gattcaatgg 
tctgatacca 
aaacagccct 
ctgtacgggc 
cacaagccct 
cttctagaaa 
aatcatcctt 
ccatttaacc 
gaagaaacgg 
gttctggagg 
tttttgtgaa 



gacatgttgt 
ccacaacttt 
atgacaacac 
tgcctccttt 
taaacttgag 
aaaacagaca 
tttttgagtc 
ctaatgtggc 
ttccctattc 
cagatgatgc 
cactttgaca 



cttaacggat 
ttgtggtaca 
tgtggactgg 
ttactgccga 
accaggagtg 
aaatcgactt 
actcagctgg 
tggaccagat 
agtgtgtgtg 
atttgttggt 
ttcagaaacc 



1200 
1260 
1320 
1380 
1440 
1500 
1560 
1620 
1680 
1740 
1800 
1803 



<210> 25 

<211> 5227 

<212> DNA 

<213> Mus musculus 



<400> 25 
ccacgcgtcc 
agtccagccc 
gagtgaccat 
tgctggagaa 
agaacctcat 
tacagatcta 
cacctcattt 
accaggcagt 
tgctccagtt 
gcctgttgca 
ataactccag 
tgggaggcca 
gagagcggaa 
gtcggctggg 
ccaaggtctc 
tcattgactt 
atctgggcaa 
accagctcaa 
tgacccacag 
aggcggcata 
tggtcagaaa 
gcaccacggt 
tcgagcagtt 
ctctcaagtc 
acttcaacaa 
tcttggatga 
tggaggacac 
ccaggaaatc 
acagtgtgac 
ccatgtgcag 
acaagaagcg 
agatcctgag 
agccgggtcg 
agaatctgcg 
agaggtacaa 
gtgtggccgt 
ctaagatctt 
ggcggcagag 
aatttctccg 
gccggaggaa 
gcttcatttt 
gcgcctcatt 



gcggagagat 
ccgcccgatc 
ggagagcgcc 
tttcaccagt 
ttatacctac 
cagccggcag 
gtttgcagtg 
gatgatttct 
ctatgcagag 
gagcaacccc 
ccggtttgga 
cattctcagt 
cttccacgtc 
cttggaacgg 
ctccatcaac 
cactgaggat 
catccacttt 
atatctgacc 
gaagatcatc 
tgcaagggat 
gatcaatagg 
tcttgggctc 
ctgcatcaac 
ggagcaggag 
caagatcatc 
agagtgcctg 
tgtcaagccc 
tctagaccga 
tgggtttctg 
ctcaatgaac 
gccagagacg 
gtctaaggag 
ctttgatgag 
cgtgcgcaga 
gtcactgtgc 
gttggtcaga 
catccgattt 
tctagccacc 
ggtgaagcga 
ggcagccaag 
gcgccattca 
tttgcttaac 



cgtaccgggg 
acccgaagaa 
ttgactgccc 
gaggctgcct 
atcggtcctg 
catatggaac 
gctgacactg 
ggagagag.tg 
acctgcccag 
gtgttagagg 
aagtacatgg 
tacctcctgg 
ttttaccagc 
aacccccaga 
gacaagagtg 
gaagtggagg 
gctgctgacg 
aggctccttg 
gccaaggggg. 
gcgcttgcca 
tcactggcct 
ctggacattt 
tactgcaatg 
gaatacgagg 
tgtgacctgg 
cgtcctgggg 
caccctcact 
ggggagttcc 
gataaaaaca 
cccatcatgg 
gtggccaccc 
cctgcctata 
gtgctcatcc 
gctggctttg 
ccagagacat 
cacctcggct 
cccaagacct 
aagatccagg 
tcagccatct 
aggaagtggg 
ccccggtgcc 
ctgaggcggc 



ttgcggactc 
ccaagccggc 
gagaccgggt 
tcattgagaa 
tcctagtctc 
gctaccgtgg 
tataccgggc 
gggcaggcaa 
cccctgaacg 
cctttgggaa 
atgtgcagtt 
aaaagtcccg 
tactggaggg 
gctacttgta 
actggaaggt 
acttgctcag 
aggacagcaa 
gtgtggaagg 
aagagctcct 
aggctgtgta 
ctaaggacgc 
acggctttga 
agaagctgca 
ctgagggcat 
tagaggagaa 
aggccacgga 
tcctgacgca 
gccttctgca 
atgacctcct 
cccagtgctt 
agttcaagat 
tccggtgcat 
gacatcaggt 
cctatcgtcg 
ggcccatgtg 
acaagccaga 
tgtttgccac 
cggcctggag 
gtatccagtc 
cagcccagac 
ctgagaatgc 
aactgccccg 



cggaggtggc 
cctgggcagt 
aggggtgcag 
cctccggcgg 
tgtcaatccc 
tgtcagtttc 
acttcgtact 
gacagaggcc 
gggtggcgca 
tgccaagact 
tgacttcaag 
ggtggtgcac 
gggcgaggag 
cctggtgaag 
tatgaggaag 
catcgtggcc 
tgcccaggtt 
tacaacactt 
gagcccactg 
cagccggaca 
tgagagcccc 
agtgtttcag 
gcagctcttc 
cgcgtgggaa 
gttcaagggc 
cctgaccttt 
caagctcgct 
ttatgctgga 
cttccggaac 
tgacaagagt 
gagcctcctg 
caagccaaac 
gaagtacctg 
caaatatgag 
ggcaggacgg 
agagtacaaa 
agaggactcc 
gggctttcat 
atggtggcgt 
catccgtcga 
cttcttcttg 
gaatgttctg 



cacgccgtcc 
gacggggttc 
gactttgtcc 
cggttccggg 
taccgagacc 
tatgaagtac 
gagcgtcggg 
accaagagac 
gtgcgagacc 
ctccgcaacg 
ggtgcccccg 
caaaatcacg 
gagactctcc 
ggccagtgtg 
gcgctgtccg 
agcgtcctac 
actactgaga 
agggaagccc 
aaccttgaac 
ttcacctggc 
agctggcgaa 
cataacagct 
atcgagctga 
cctgtccagt 
atcatctcca 
ctggagaagt 
gaccagaaga 
gaggtgacct 
ctgaaggaga 
gagctcagtg 
cagctcgtgg 
gacgccaagc 
ggactgatgg 
gctttcctgc 
ccccaggatg 
atgggcagga 
ctggaagtcc 
tggcgacaga 
ggcacactgg 
ctcatccgtg 
gaccacgtgc 
gacacctcct 



60 

120 

180 

240 

300 

360 

420 

480 

540 

600 

660 

720 

780 

840 

900 

960 

1020 

1080 

1140 

1200 
1260 
1320 
1380 
1440 
1500 
1560 
1620 
1680 
1740 
1800 
1860 
1920 
1980 
2040 
2100 
2160 
2220 
2280 
2340 
2400 
2460 
2520 



•9- 



WO 2004/053103 



PCT/US2003/039774 



ggcccacacc cccacctgcc ctgagagagg cctcagaact gctacgggaa ctgtgcatga 2580 
agaacatggt gtggaagtac tgccggagca tcagccctga gtggaagcag cagctgcagc 2640 
aaaaggcggt ggctagtgaa attttcaagg gcaagaagga caactacccc cagagtgtcc 2700 
ccagactctt cattagcaca cggcttggca cagaggagat cagccccaga gtgcttcaat 27 60 
ccttgggctc tgaacccatc cagtatgccg tgcccgtggt aaaatacgac cgtaagggtt 2820. 
acaagcctcg cccccggcag ctgctgctca cgcccagtgc tgtggtcatt gtggaggatg 2880 
ctaaagtcaa gcagagaatt gattatgcca acctaaccgg aatctctgtc agtagcctga 294 0 
gtgatagcct atttgtgctt cacgtgcagc gtgaagacaa caagcagaag ggagatgtgg 3000 
tgctgcagag tgatcatgtg atcgagacac taaccaagac ggccctcagt gctgaccgcg 3060 
tgaacaatat caacatcaac cagggcagca taacgtttgc agggggtcca ggcagggacg 3120 
gcatcattga cttcacatcg ggctcagagc ttctcatcac caaggctaag aatggccacc 3180 
tggctgtggt ggccccacgg ctgaattctc ggtgatgaag gcttcagtgg acccctcctg 3240 
actcctgatg cttcgcttag tcccctcctc ccctcccagt taccaaagac tcaagcttcc 3300 
agacagggat ccatggacac cctcaaaacc cacctgcaaa ctcctgcctc ctgctcgccc 3360 
cctctcgagg tgatcaggag ccagggagct accccatgag tgggccaggc cgggccacag 3420 
caatagaaaa gcagaggcct gagcaggcca ggccagccct ctgctgatgc caaatatcta 34 80 
agagaaggga attttaactg aggttttctc tgagattttt tgatgcttta taggaaacta 3540 
tttttttaag aaagccattt tcctacccta aacacactgg atgtgttttt ccctgcctcg 3600 
aacagggcaa ggaatgtaac tgaaagactg actgggctgg gctggaaggt cctcttctct 3660 
ggccaagcct ctcctcattc cctgtctgtc tgtccatcca cctgcacctt ttgcagccca 3720 
ctatgacctc caccaaaagg ctgaggccac ctctgcctac cccatattcc tgccttaaga 3780 
atgtcctttt aggggctggg gtatagccca gtggtagaac tggtgctaag catgtgtgag 3840 
accctgggct caatccccag^ cattaaaaaa taaaaaatag gtttttaata ttttcacccc 3900 
agtctgaggg catccctaaa gtgggggaaa agtcttaaga gtttggaagt cttcagagac 3960 
agtgtctggt ccaggctcct ggaatctaca gagctggaga cagaggcaca cagagggagg 4 020 
gaagacttgc ctagtagaag actgaagcaa atcctaaagt gaagcccgcc ctcagcacat 4080 
ctcactgcct ttcccaggga cagggaggcc cataaggcaa gggtcgcgtc tcatgtatgc 4140- 
acctggctct ctgaccagca atcacccttg ggagctaccg ggtgggaggg actcttctgc 4 200 
ctgggtctat gccttaggat ' gacaacctcc atacacatac atactttcga cccaatttaa 4260 
gaatggtagg gtcttttatt ggccttgggt gcctctgtga cctgggagcc tagggacagg 4 320 
gctggccttg gaggaactgc aggggcatca cctctttctg ctgcttctct ccaccccaga 4380 
ggtccttggg tttgcccagc tccctctgtg ccctctgggg ctctcagccc actgctgaca 4 440 
cttctgcaat ccagagaaac actaaataaa gcaatatgta tttgccaaca cagtcttcct 4 500 
gtgagtgtgg aaaaggggcc ctagaaggta gacattctta aggggcttgg cactacagaa 4 560 
gaaaggagac agacctactt aggagcaata gagagaaacc aagttaggtg tggtattgtg 4 620 
agccttagtg ctcaggaagc agggacagga ggattggatt tcttagttct aggccagcct 4 68 0 
ggtctacaaa tcaagttcca gggctatata gacaggcacg gggctttgga tttgggcaaa 4740 
taaatacctg gtctggcagc accgctggac taaggagacc tagcatgggc aatataagcc 4 800 
caggggcctg tgctgatgca agactcaggt ggggagggtc agcacttcat aaggaagctg 4860 
gtgtttgagg tatctcaggg gcttgcttcc agttctgggg ataaagaatc cagtccaaag 4 920 
tggctggagc ggtaaaggcc acttgtcaac aatggccatt ttattgtcct ggggagatct 4 980 
acttctaggt gatcaaaaga cattgttagg aaaatgtctt gggggctaga gagatggctc 5040 
agtggttaag agaactgact gctcttctga aggtcctgag ttcaattccc agcaactaca 5100 
cggtggctca caaccatctg taatggggtc tgatgccttc tgtgtgtcta aagggagcaa 5160 
tggtgatgta ctcatatgca taaaataaat gaataaataa acaaatctta aaaaaaaaaa 5220 
aaaaaaa 5227<210> 
26 

<211> 3384 

<212> DNA 

<213> Homo sapiens 

<400> 26 

tccaagctga attcgcggcc gcgtcgacca cgccggccct gggcagtgac ggggttcggg 60 

tgaccatgga cagtgcgctc accgcccgtg acagggtggg ggtgcaggat ttcgtgctgc 120 

tggagaactt caccagcgag gccgccttca tcgagaacct acggcggcga tttcgggaga 180 

atctcatcta cacctacatt ggccccgtcc tggtctctgt caatccctac cgggacctgc 240 

agatctacag ccggcaacat atggagcgtt accgtggcgt cagcttctat gaagtgcccc 300 

ctcacctgtt tgccgtggcg gacactgtgt accgagcact gcgcacggag cgtcgggacc 360 

aggctgtgat gatctctggg gagagcgggg caggcaagac cgaagccacc aagaagctgc 420 

tgcagttcta tgcagagacc tgcccagccc cccaacgcgg aggtgccgtg cgggaccggc 480 

tgctacagag caacccggtg ctggaggcct ttggaaatgc caagaccctc cggaacgata 54 0 
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actccagcag 
gtggccacat 
agcggaactt 
ggctgggctt 
aagtctcctc 
ttgatttcac 
tgggcaacat 
agctcaagta 
cacacaggaa 
ccgcgtacgc 
tcgggaaaat 
ccacggttct 
agcagttctg 
tcaagtcgga 
tcaacaacaa 
tggatgagga 
aggatactgt 
ggaaatctct 
gcgtgaccgg 
tgtgtagctc 
agaagcggcc 
tcctgcagtc 
ccggccgctt 
acctgcgtgt 
ggtacaagtc 
tggctgtgct 
agatcttcat 
ggcagagcct 
tcctccgggt 
ggaggaaggc 
tcatcctgcg 
cgtctttttt 
ccacgccccc 
acatggtgtg 
aggccgtggc 
ggctcttcat 
tgggctctga 
agcctcgctc 
aagtcaagca 
acagtctttt 
tgcagagtga 
acagcatcaa 
ccattgactt 
ctgtggtcgc 
cccaaagctt 
cagggaccca 
cttgagggag 
ataggaaagc 



gttcgggaag 
cctcagttac 
ccacatcttc 
ggaacggaac 
catcaacgac 
cgaggatgaa 
ccactttgct 
tctgaccagg 
gatcatcgcc 
acgaaacgcc 
caacaggtcg 
cgggctcctg 
catcaattac 
gcaggaggaa 
aatcatctgt 
gtgtctgcgc 
caagcaccat 
gggccgaggg 
gtttctggac 
aaagaatccc 
agagacggtc 
taaggagccc 
tgacgaggtg 
gcgcagagct 
actgtgccca 
ggtccgacac 
ccgcttcccc 
ggccacaaag 
gaagagatca 
agccaagagg 
ccacgccccc 
gctaaacctg 
acctgccctg 
gaaatactgc 
tagtgagatc 
cagcactcgg 
gcccattcag 
ccggcagctg 
gaggattgat 
tgtgcttcat 
ccacgtgatt 
catcaaccag 
cacacccggc 
cccacggctg 
tgcttttctc 
gggacacccc 
cagcaggggc 
cagggccaga 



tacatggatg 
ctcctggaaa 
taccagctgc 
ccccagagct 
aagagtgact 
gtggaggacc 
gccaacgagg 
ctcctcagcg 
aagggggaag 
ctcgccaagg 
ctggcctcca 
gatatttatg 
tgcaacgaaa 
tacgaggcag 
gatctggtgg 
ccgggggagg 
ccacacttcc 
gaattccgcc 
aaaaacaatg 
attatgagcc 
gccacccagt 
gcctacgtcc 
ctgatccgcc 
ggctttgcct 
gagacgtggc 
ctgggctaca 
aagaccctgt 
atccaagctg 
gccatctgca 
aagtgggcgg 
cgctgccccg 
aggcggcagc 
cgagaggcct 
cggagtatca 
ttcaagggca 
cttggtacag 
tatgcggtgc 
ctgctcacgc 
tacgccaacc 
gtacagcgtg 
gagacgctga 
ggcagcataa 
tcggagctgc 
aattatcggt 
ctcctcccct 
gaagcccacc 
caggagctac 
gcga 



tgcagtttga 
agtcacgagt 
tggagggggg 
acctgtacct 
ggaaggtcgt 
tgctaagcat 
acagcaatgc 
tggaaggctc 
agctcctgag 
ctgtgtacag 
aggacgtgga 
gcttcgaagt 
agctgcagca 
agggcatcgc 
aggagaagtt 
ccacagacct 
tgacgcacaa 
ttctgcacta 
accttctctt 
agtgcttcga 
tcaagatgag 
gctgcatcaa 
accaggtgaa 
atcgccgcaa 
ccacgtgggc 
agccagaaga 
ttgccacaga 
cctggagggg 
tccagtcgtg 
cacagaccat 
agaacgcctt 
tgccccggaa 
cagagcttct 
gccctgagtg 
agaaggataa 
atgagatcag 
ctgttgtgaa 
ccaacgccgt 
tgaccggaat 
cggacataaa 
ccaagacagc 
cgtttgcagg 
tcatcaccaa 
gataaaggcg 
tcccagttac 
tgcaatttcc 
cccaggagtg 



cttcaagggt 
ggtgcaccag 
cgaggaagaa 
ggtgaagggc 
caggaaggct 
cgtggccagc 
ccaggtcacc 
gacgctgcga 
cccgctgaac 
ccgcactttt 
gagccccagc 
gtttcagcat 
gctcttcatc 
gtgggaaccc 
taagggcatc 
gaccttcctg 
gctggctgac 
tgcgggggag 
ccggaacctt 
ccggagcgag 
cctcctgcag 
acccaatgat 
gtacctgggg 
atacgaagct 
aggacggccg 
gtacaagatg 
ggatgccctg 
ctttcactgg 
gtggcgtgga 
ccggcggctc 
cttcttggac 
tgtcctggac 
gcgggagttg 
gaagcagcag 
ttaccctcag 
cccccgagtg 
atacgaccgc 
cgtcatcgtg 
ctctgtcagc 
gcaaaaggga 
cctcagtgcc 
gggccccggc 
ggccaagaac 
cccactggac 
caaagagtcg 
cacctcctgc 
ggccaggccg 



gcccccgtgg 
aatcatgggg 
actcttcgca 
cagtgtgcca 
ctgacagtca 
gtccttcatt 
accgagaacc 
gaagccctga 
ctggaacagg 
acctggctcg 
tggcggagca 
aacagctttg 
gaactcccgc 
gtccagtatt 
atctcgattt 
gagaagctgg 
cagaggacca 
gtgacctaca 
aaggagacca 
ctcagtgaca 
ctggtggaga 
gccaaacagc 
ctgttggaaa 
ttcctgcaaa 
caggatgggg 
ggcaggacca 
gaggtccggc 
cggcagaaat 
acactgggcc 
atccgaggct 
catgtgcgca 
acctactggc 
tgcataaaga 
ctgcagcaga 
agtgtaccca 
ctgcaggcct 
aagggctaca 
gaggacgcca 
agcctgagcg 
gatgtggtgc 
aaccgcgtga 
agggatggca 
gggcacctgg 
catcccaacg 
aatttccaga 
ccatcccttt 
ggccacagca 



600 

660 

720 

780 

840 

900 

960 

1020 

1080 

1140 

1200 

1260 

1320 

1380 

1440 

1500 

1560 

1620 

1680 

1740 

1800 

1860 

1920 

1980 

2040 

2100 

2160 

2220 

2280 

2340 

2400 

2460 

2520 

2580 

2640 

2700 

2760 

2820 

2880 

2940 

3000 

3060 

3120 

3180 

3240 

3300 

3360 

3384 



<210> 27 

<211> 19 

<212> DNA 

<213> Mus musculus 



<400> 27 

acgacgtagc cattgtgaa 



19 



<210> 28 
<211> 19 
<212> DNA 

<213> Mus musculus 
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<400> 28 

cgacgtagcc attgtgaag 

<210> 29 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 29 

cttcctcctc aagaacgat 

<210> 30 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 30 

ggcaggaaga agagacgat 

<210> 31 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 31 

gacgatggac ttccgatca 

<210> 32 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 32 

agcaccgtgt gaccatgaa 

<210> 33 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 33 

ctacttgcac tccgagaag 

<210> 34 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 34 

ggatggtgcc actatgaag 

<210> 35 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 35 

tggtgccact atgaagaca 
<210> 36 



19 



19 



19 



19 



19 



19 



19 



19 
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<211> 19 
<212> DNA 

<213> Mus musculus 



<400> 36 

ggatgccaag gagatcatg. 



19 



<210> 37 
<211> 19 
<212> DNA 

<213> Mus musculus 
<400> 37 

ccggttcttt gccaacatc 19 

<210> 38 
<211> 19 
<212> DNA 

<213> Mus musculus 



<210> 39 
<211> 19 
<212> DNA 

<213> Mus musculus 
<400> 39 

caccaggtat ttcgatgag 19 

<210> 40 
<211> 19 
<212> DNA 

<213> Mus musculus 



<21C> 41 
<211> 19 
<212> DNA 

<213> Mus musculus 
<400> 41 

tttcgatgag gagttcaca 19 

<210> 42 
<211> 19 
<212> DNA 

<213> Mus musculus 



<400> 38 

ctgacaccag gtatttcga 



19 



<400> 40 

ggtatttcga tgaggagtt 



19 



<400> 42 

aacgtggtga atacatcaa 



19 . 



<210> 43 
<211> 19 
<212> DNA 



<213> Mus musculus 
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<400> 43 

acgtggtgaa tacatcaag 

<210> 44 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 44 

cgtggtgaat acatcaaga 

<210> 45 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 45 

ccatgaatga cttcgatta 

<210> 46 

<211> 19 

<212> DNA 

<213> Mus musculus 

<40O> 46 

ggaggtcatc attgcaaag 

<210> 47 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 47 

gtatttgcac tcgagagat 

<210> 48 

<211> 19 

<212> DNA 

<213> Mus musculus 

<40O> 48 

ctcgagagat gtggtgtac 

<210> 49 

<211> 19 

<212> DNA 

<213> Mus musculus 

<40O> 49 

ccgtgacatc aagctggaa 

<210> 50 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 50 

accttatgtt ggacaaaga 

<210> 51 
<211> 19 



19 



19 



19 



19 



19 



19 



19 



19 
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<212> DNA 

<213> Mus musculus 

<400> 51 

ggtcatggag catagattc 

<210> 52 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 52 

cacaaggtac tttgatgac 

<210> 53 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 53 

tgagcgacgt ggctattgt 

<210> 54 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 54 

ctgtcatcga acgcacctt 

<210> 55 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 55 

tcgaacgcac cttccatgt 

<210> 56 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 56 

tgaacgagtt tgagtacct 

<210> 57 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 57 

acgagtttga gtacctgaa 

<210> 58 

<211> 19 

<212> DNA 

<213> Homo sapiens 
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19 



19 



19 



19 



19 



19 
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<400> 58 

tggcgctgag attgtgtca 19 

<210> 59 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 59 

ccagatgcaa cctcactat 19 

<210> 60 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 60 

gatgcaacct cactatggt 19 

<210> 61 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 61 

tgatctctcc acggtagca 19 

<210> 62 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 62 

caagcgtggt gaatacatc 19 

<210> 63 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 63 

agcgtggtga atacatcaa 19 

<210> 64 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 64 

gcgtggtgaa tacatcaag 19 

<210> 65 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 65 

cagtcatcga gaggacctt 19 

<210> 66 
<211> 19 
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<212> DNA 

<213> Homo sapiens 
<400> 66 

cttcgatgat gaatttacc 

<210> 67 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 67 

tggagcacag gttcttcct 

<210> 68 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 68 

ctcaatttct gtccttcaa 

<210> 69 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400>. 69 

aagaagaggt tcacggttt 

<210> 70 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 70 

agaagaggtt cacggttta 

<210> 71 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 71 

gaagaggttc acggtttat 

<210> 72 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 72 

agaggttcac ggtttataa 

<210> 73 
<211> 19 
, <212> DNA 

<213> Mus musculus 



19 



19 



19 



19 



19 



19 



19 
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<400> 73 

gaggttcacg gtttataaa 19 

<210> 74 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 74 

ggttcacggt ttataaagt 19 

<210> 75 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 75 

gaagcgagtg gtttgtctt 19 

<210> 76 

<211> 19 

<212> DNA 

<213> Mus musculus 

<40O> 76 

gaacttggtc agatatcca 19 

<210> 77 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 77 

gatatccaga gctttacaa 19 

<210> 78 

<211> 19 

<212> DNA 

<213> Mus musculus 

<40O> 78 

tccagatgtc cgagcattc 19 

<210> 79 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 79 

gtacttcgaa gccacattc 19 

<210> 80 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 80 

aatcctcatg ctaaaccaa 19 
<210> 81 



- 18- 



WO 2004/053103 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 81 

aaccaactga cttcgattt 

<210> 82 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 82 

aacggaaact ggatggaaa 

<210> 83 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 83 

tattatggct gaacgcaat 

<210> 84 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 84 

aagaaggaat cgctatttc 

<210> 85 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 85 

tgacaatatt cttcacaag 

<210> 86 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 86 

tcgtgaatgc cagtgttct 

<210> 87 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 87 

ccgtggtgtc agtttctat 

<210> 88 

<211> 19 

<212> DNA 

<213> Mus musculus 



PCT/US2003/039774 



19 



19 



19 



19 



19 



19 
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<400> 88 

tgaagtacca cctcatttg 19 

<210> 89 

<211> 19 

<212> DNA 

<213> Mus musculus 

<4O0> 89 

agtaccacct catttgttt 19 

<210> 90 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 90 

gtaccacctc atttgtttg 19 

<210> 91 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 91 

agactctccg caacgataa 29 

<210> 92 

<211> 19 

<212> DNA 

<213> Mus musculus 

<4O0> 92 

gactctccgc aacgataac 2.9 

<210> 93 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 93 

ctctccgcaa cgataactc 19 

<210> 94 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 94 

aatcacggag agcggaact 19 

<210> 95 

<211> 19 

<212> DNA 

<213> Mus musculus 

<40O> 95 

atcacggaga gcggaactt 19 

<210> 96 
<211> 19 
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<212> DNA 

<213> Mus inusculus 

<400> 96 

gctacttgta cctggtgaa 19 

<210> 97 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 97 

acgacaagag tgactggaa 19 

<210> 98 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 98 

agagtgactg gaaggttat 19 

<210> 99 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 99 

gagtgactgg aaggttatg 19 

<210> 100 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 100 

gtgactggaa ggttatgag 19 

<210> 101 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 101 

gttccgcctt ctgcattat 19 

<210> 102 

<211> 19 

<212> DNA 

<213> Mus musculus 



<400> 102 

caggaggatt ggatttctt 19 

<210> 103 

<211> 19 

<212> DNA 

<213> Mus musculus 
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<400> 103 

cttaggagca atagagaga 19 

<210> 104 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 104 

ctgctgacac ttctgcaat 19 

<210> 105 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 105 

ggtgacctac agtgtgact 19 

<210> 106 

<211> 19 

<212> DNA 

<213> Mus musculus 

<40O> 106 

tccgacatca ggtgaagta 19 

<210> 107 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 107 

ctaagatctt catccgatt 19 



<210> 108 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 108 

aggcggtggc tagtgaaat 

<210> 109 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 109 

^gcggtggct agtgaaatt 

<210> 110 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 110 

agcagagaat tgattatgc 
<210> 111 
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<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 111 

attgattatg ccaacctaa 

<210> 112 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 112 

ttgattatgc caacctaac 

<210> 113 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 113 

tgccaaccta accggaatc 

<210> 114 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 114 

acctaaccgg aatctctgt 

<210> 115 

<211> 19 

<212> DNA 

<213> Mus musculus 

<40O> 115 

tcatgtgatc gagacacta 

<210> 116 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 116 

tgtgatcgag acactaacc 

<210> 117 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 117 

tcgagacact aaccaagac 

<210> 118 

<211> 19 

<212> DNA 

<213> Mus musculus 
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<400> 118 

ccgcgtgaac aatatcaac 

<210> 119 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 119 

cggcatcatt gacttcaca 

<210> 120 

<211> 19 

<212> DNA 

<213> Mas musculus 

<400> 120 

gcacatctca ctgcctttc 

<210> 121 

<211> 19 

<212> DNA 

<213> Mus musculus 

<400> 121 

tgccttagga tgacaacct 

<210> 122 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 122 

gatctacagc cggcaacat 

<210> 123 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 123 

tctacagccg gcaacatat 

<210> 124 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 124 

acgacaagag tgactggaa 

<210> 125 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 125 

agtcggagca ggaggaata 
<210> 126 
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<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 126 

attccgcctt ctgcactat 

<210> 127 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 127 

ttccgccttc tgcactatg 

<210> 128 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 128 

accttaagga gaccatgtg 

<210> 129 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 129 

ccttaaggag accatgtgt 

<210> 130 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 130 

ccatgtgtag ctcaaagaa 

<210> 131 

<211> 19 

<212> DNA 

<213> Homo sapiens 



19 



19 



19 



19 



19 



<400> 131 

gcgagctcag tgacaagaa 

<210> 132 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 132 

tcgccgcaaa tacgaagct 

<210> 133 

<211> 19 

<212> DNA 

<213> Homo sapiens 
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<400> 133 

atacgaagct ttcctgcaa 19 

<210> 134 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 134 

tacgaagctt tcctgcaaa 19 

<210> 135 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 135 

ctcggcttgg tacagatga 19 

<210> 136 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 136 

ggattgatta cgccaacct 19 

<210> 137 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 137 

gcgtgcggac ataaagcaa 19 

<210> 138 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 138 

ttgagacgct gaccaagac 19 

<210> 139 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 139 

accgcgtgaa cagcatcaa 19 

<210> 140 

<211> 19 

<212> DNA 

<213> Homo sapiens 

<400> 140 

gttaccaaag agtcgaatt 19 

<210> 141 
<211> 19 



-26- 



BNSDOCID: <WO 20040531 03A2 I > 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 

BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

0 COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCED) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: . . ■ " — 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



THIS PAGE BLANK 



(USPTB) 



